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19. ABSTRACT ~"
A Minnesota Fir;:\;;;;;;;}ﬁi Inc., was utilized as a subcontractor for the development

of an iontophoretic system)>>During a five-month feasibility study, Medtronic, Inc.
provided and tested an iontophoretic system. Preliminary in vitro and in vivo results
indicated that pyridostigmine bromide could be delivered by this approach.

A series of 3M hypoallergenic adhesives was formulated with pyridostigmine bromide.
In vitro skin penetration of pyridostigmine bromide from nonpolaradhesive based systems

was very low, and polar adhesive based systems did not have acceptable physical properties

for a pressure sensitive adhesive.

A wide range of components were incorporated into polyvinyl alcohol based gel diffusion
matrices. The formulations were screened both in vitro and in vive and they met initial
delivery requirements., &——

Dermal reactions (i.e. erythema and edema) were observed in rabbits treated with
polyvinyl alcohol based formulations. Numerous guinea pig sensitization and repeat
dermal irritation studies were conducted on the drug alone, and the active systems.
Sensitization and irritation were obserbed with the drug alone, and with the total
transdermal system. Irritation and the incidence of sensitization was greater with the
transdermal delivery system than with the drug alone. There was considerable variability
in the severity of irritation. The dermal reactions increased the penetration of
pyridostigmine bromide, which resulted in systemic toxicity. It was evident that the
formulations being tested could not be successfully tested in subchronic toxicity
studies or in human clinical trials because of variable and unpredictable transdermal
drug delivery.

Final technical efforts focused on exploring the concept of a rate-limiting membrane,

a membrane that could theoretically 1imit the amount of drug delivered to the skin and
thus overcome the variability in delivery due to unpredictabie skin irritation.
Although commercially available materials were found that could indeed 1imit the amount
of drug released from the systems, no system was found that released the drug at a

rate adequate for the intended use.

Because of the inherent variability in irritation response from pyridostigmine
bromide and the subsequent variability in acetylcholinestrase inhibition levels,

a trandsermal system could not be developed that resulted in the targeted
acetylcholinesterase inhibition levels. Although additional work could potentially
result in an effective product, the US Army made a decision to suspend contract
funding effective September 2, 1987.
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I. INTRODUCTION

The safety evaluation of transdermal pyridostigmine bromide (S-26741)
consisted of extensive surveys of the literature and in vivo and in vitro
safety studies. A 1list of the studies conducted is presented in Appendix
A. The Tliterature reviews were done for pyridostigmine bromide and the
excipients in the transdermal formulation. Over 30 studies were conducted
to support the development of a transdermal pyridostigmine formulation.
These studies evaluated the acute toxicity, dermal irritation, and
sensitization from S-26741 alone and in a transdermal formulation. These
studies were done to support selection of a transdermal formulation for
further development.

There also was a significant effort expended planning the IND
subchronic animal toxicity studies. This effort dincluded contacting
contract laboratories, drafting protocols, and reviewing the scientific
Titerature regarding the potential of S-26741 to interfere with functioning
of the neuromuscular Jjunction. Draft protocols were prepared to
characterize the effect of S-26741 on the neuromuscular Jjunction and
determine the relationship of this effect to dose.

I1. ACUTE SYSTEMIC TOXICITY STUDIES

Acute systemic toxicity studies were conducted in rats, rabbits, and
dogs. S-26741 was administered orally in rats and dogs and dermally in
rabbits. Approximate LD50s or minimum toxic doses are presented below.

Table 1
Acute Toxicity of S-26741

Species Route _ LD50 (mg/kq)
- Rat PO 52

Rabbit TOP 80a

Dog PO 1-10-

2 minimum toxic dose
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Drug-related clinical signs in the rat and dog were generally related to
effects on the central nervous system (eg, convulsions, hypoactivity). The
only drug-related clinical sign in the rabbit study was an increase in
salivation. There were no obvious treatment-related gross abnormalities
observed during necropsy.

I1I. IRRITATION STUDIES

Primary skin irritation studies were conducted with many different
formulations of S-26741. The formulations tested and irritation rating are
presented in Table 2. Several excipients were screened for their dermal
irritation potential. Solutions of sodium lauryl sulfate (0.33%) docusate
sodium (0.35%) and potassium laurate (1%) were tested and found not
irritating to rabbit skin. Formulations of 50% S-26741 in a soiution,
microporous membrane, or PVA gel with various penetration enhancers
generally caused no, minimal, or slight irritation in albino rabbits.

Cumulative dermal irritation studies were also conducted in rabbits by
treating rabbits daily for seven consecutive days with 30% S-26741 in a
hydroxypropylmethylcellulose (HPMC) gel containing either 0.198% sodium
lauryl sulfate or 0.21% docusate sodium. A HPMC gel containing 50% S-26741
alone was also tested for its potential to cause cumulative irritation.
There was individual variability in the irritant responses and also
toxicity including death, probably as a result of increased transdermal
delivery of S-26741 through compromised (irritated) skin. In general, the
mean irritation scores of surviving animals progressively increased during
the study. Therefore, there was evidence of cumulative irritation with
each formulation tested.

Dermal irritation studies were also conducted in albino guinea pigs
wherein the S-26741 HPMC gel formulations were administered three times per
week for three weeks. The dosing regimen was similar to that used in the
guinea pig sensitization studies and was used to evaluate dermal irritation
resulting from this dosing regimen. The irritation data from this dosing
regimen was used to properly evaluate any dermal reactions observed in the
sensitization studies.
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IV. SENSITIZATION STUDIES

Guinea pig sensitization studies were conducted with S$-26741,
formulation excipients and combinations of both.

S-26741 (neat chemical) and a 50% S-26741/0.33% sodium lauryl sulfate
formulation were tested using the method of Magnusson-Kligman and no
positive responses were observed; however, ihe doses tested were very low
because of drug-related toxicity at higher doses. Thus, the results of this
study may have been influenced by low systemic exposure to S-26741 which
was insufficient to induce an immunologic response.

In view of the findings observed in a Yorkshire Cross Swine pilot
metabolism study, a sensitization study was conducted in two swine using a
modified Buehler technique. The animals were induced with a microporous
membrane patch containing 50% S-26741 and 0.33% sodium lauryl sulfate in a
gel material. The study design required nine topical induction doses, but
gross irritation at the application site (and the appearance of clinical
signs of toxicity) limited the induction phase to six doses. Dermal
reactions (ie, sensitization) were observed in both animals challenged at
naive sites with S$S-26741/sodium Tauryl sulfate and S-26741 alone. Given
this limited data from only two animals (and no control animals), the
S-26741/sodium lauryl sulfate microporous membrane formulation appeared to
have a sensitization potential.

A series of guinea pig sensitization studies were conducted to more
clearly define the sensitization potential of S-26741 formulations.
Formulations tested were HPMC gels containing; 50% S-26741 alone and in
combination with 0.33% sodium Tauryl sulfate; and 30% S-26741 with 0.198%
sodium Tauryl sulfate or 0.21% docusate sodium. .\ modified Split Adjuvant
Technique was employed. Briefly, this technique is a modification of the
standard "test wused- to determine the sensitization potential of
topically-applied formulated materials. This technique utilizes Freund’s
Complete Adjuvant .during the induction phase to render the guinea pig more
susceptible to sensitization. The studies with S-26741 formulations were
designed to identify the sensitization potential of S$-26741 alone or in
combination with the surfactants (see Table 3). The induction phase was
terminated prematurely (after 6 doses) because of gross dermal irritation
and severe toxicity (including death) in some animals. Four of nine
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animals induced with 50% S-26741 alone had positive responses (erythema and
edema) to a challenge dose with 50% S-26741 (Table 4). Animals induced
with formulations containing 30 or 50% S-26741 with sodium lauryl sulfate
or sodium docusate had a higher incidence of positive responses to the
challenge dose than animals induced and challenged with S-26741 alone.
Thus, these studies indicated that S-26741 alone or in the topical
formulations is a sensitizer in animals. This finding is supported by
recent reports of contact sensitization from structurally related compounds
(ie, quaternary ammonium compounds)‘1 This information and the data from
the guinea pig studies suggest the dermal reactions observed in swine may
have been a sensitization reaction.

V. MISCELLANEOUS STUDIES

In vitro cytotoxicity assays were conducted with microporous membranes
used in the $-26741 formulations. L-929 mouse fibroblasts were exposed to
various microporous membranes and subsequently evaluated for extent of
lysis. This information was used to select membranes for further
development work.

VI. OVERALL SUMMARY OF SAFETY EVALUATION STUDIES

Acute toxicity studies were conducted with S-26741 in dogs, rabbits
and rats. LD50s and minimum toxic doses were comparable with those
reported for this drug. Clinical signs of toxicity were consistent with
the cholinergic activity of S-26741. No obvious treatment-related gross
abnormalities were observed during necropsy.

Primary skin irritation studies in rabbits indicated that 30 or 50%
S-26741 formulations generally caused no, minimal, or slight irritation
after a 24 hour application.

The potential for cumulative dermal irritation was evaluated in
rabbits by applying gel formulations of S-26741 daily for seven consecutive
days. Severe toxicity including death was observed as the study
progressed. Although the number of animals surviving to the end of the
treatment period was small, the mean irritation scores for the survivors
indicated that formulations of $-26741 alone and in formul<tions containing
surfactants were cumulatively irritating. The gel formulations containing
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S$-26741 alone and those with surfactants as penetration enhancers were
cumulatively irritating.

The sensitization potential of S-26741 gel formulations was explored
using a complex serijes of experiments. In order to distinguish irritant
from sensjtization responses, initial studies were conducted to determine a
non-irritating dose in the guinea pig. The noa-irritating dose was used in
the sensitization study; therefore, any dermal reaction could be identified
as a sensitization response rather than a primary irritant response.
The cumulative irritation/sensitization potential of the formulations was
evident by the sixth induction dose. Dermal reactions {erythema and edema)
were observed at the induction application site and S-26741-related
clinical signs and death occurred in all groups treated with active
formulations. Therefore, the induction phase was terminated after 6 doses
(instead of 9) and the animals entered a 2-week period during which the
mechanism for immunologic recognition could develop. At the end of this 2
week period, all animals were challenged by a single application of S-26741
formulations or S-26741/surfactant formulations to a naive dermal site
(distal to the induction site). 1In general, a sensitization reponse has
occurred if any animal has erythema or edema at the challenge site. In
this study, 4 of 9 animals challenged with S-26741 had erythema and edema.
The incidence of erythema and edema in groups challenged with
S-2674]1/surfactant formulations was greater (eg, 5 of 7 or 8 of 9 animals).
Thus, the data clearly demonstrates the sensitization potential of S-26741
formulations because of the relatively high incidence of positive responses
to the challenge dose. The results of sensitization studies conducted in
guinea pigs with HPMC gel formulations of S-26741 alone and with surfactant
indicate that S-26741 is a sensitizer in guinea pigs. The addition of
surfactant to the formulation appeared to potentiate the response since the
incidence of sensitization was greater.

There were 33 safety assessment studies conducted in support of the
S-26741 transdermal development program. In general, the transdermal
formulations of S-26741 were cumulatively irritating in rabbits and contact
sensitizers in guinea pigs. These dermal reactions probably resulted in
enhanced and variable penetration of S-26741 because of disruption of the
stratum corneum, the rate-limiting barrier for delivery of S$-26741.
Evidence for enhanced dermal penetration of S-26741 included clinical signs
of S-26741 intoxication (eg, diarrhea, tremors) and death. The
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incidence/severity of toxicity generally correlated with severity of the
dermal reactions. Additional evidence for enhanced transdermal delivery is
provided by review of the data for S$-26741 patch residual. The variable
dermal delivery of S-26741 would constitute a major obstacle to the conduct
of a valid subchronic IND toxicology study. That is, differentiation of
dose groups would be difficult and it is likely that most animals would
eventually develop dermal irritation/sensitization and probably die from
§-26741 intoxication. Therefore, this study would not provide the basis to
select formulations for human clinical trials.
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” Table 3
‘,gb S-26741
Guinea Pig Skin Sensitization Study Design

Induction Phase (9 Topical Applications -

Group Same Site) Challenge Phase
I Ad fuvant/Drug only Drug
II Adjuvant/Drug + S.L.S. Drug + S.L.S.
I11 Adjuvant/Drug + S.D. Drug + S.D.
IV NO Adjuvant/Drug only Drug
v NO Adjuvant/Drug + S.L.S. Drug + S.L.S.
VI NO Adjuvant/Drug + S.D. Drug + S.D.

VII Adjuvant only Drug

{ VIII Adjuvant only Drug + S.L.S.

3 ég%ﬁ IX Adjuvant only Drug + S.D.

i X Adjuvant/DNCB (Positive Control) DNCB

g XI NO Adjuvant/DNCB (Positive Control) DNCB

i

NOTE: Each group used 10 animals
S.L.S. - sodium lauryl sulfate
S.D. - sodium docusate
DNCB: 2,4-dinitrochlorobenzene
Adjuvant: Freund’s Complete Adjuvant
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APPENDIX A

LIST OF SAFETY EVALUATION STUDIES

Study Number Title
0385RD0449 Minimum Toxic Dose Study with S-26741,

Pyridostigmine Bromide in Beagle Dogs

0385AB0412 Acute Dermal Toxicity Study with S-26741, Lot
653035 (Pyridostigmine Bromide) in Albino
Rabbits

0385AR0413 Acute Oral Toxicity Study with S-26741, Lot

65305 in Albino Rats

0385EB0414 Primary Skin Irritation with S-26741, Lot
653035 in Albino Rabbits

0386EB0576 Primary Skin Irritation Test with 0.35%
Docusate Sodium (w/v solution in water and 5%
glycerin) in Albino Rabbits

0386EB0577 Primary Skin Irritation Test with 0.33%
N Sodium Lauryl Sulfate (w/v solution in water
§ and 5% glycerin) in Albino Rabbits
3
3
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& Study Number Title
0386EB0578 Primary Skin Irritation Test with 1% :

Potassium Laurate (w/v solution in water and
5% glycerin) in Albino Rabbits

0386EB0633 Primary Skin Irritation Test with 50% S-26741
+ 0.33% Sodium Lauryl Sulfate in a
Microporous Membrane in Albino Rabbits

0386EB0634 Primary Skin Irritation Test with 50% S$-26741
+ 0.35% Docusate Sodium in a Microporous
Membrane in Albino Rabbits

0386EB0635 Primary Skin Irritation Test with 50% S-26741
i + 0.35% Docusate Sodium in a Gel in Albino
o Rabbits
0386EB0636 Primary Skin Irritation Test with 50% S-26741

+ 0.33% Sodium Lauryl Sulfate in a Gel in
Albino Rabbits

0386EB0637 Primary Skin Irritation Test with 50% S-26741
+ 0.35% Docusate Sodium in Solution with
Water and 5% Glycerin in Albino Rabbits

?S 0386EB0638 Primary Skin Irritation Test with 50% S-26741
§ - + 0.33% Sodium Lauryl Sulfate in Solution

¥ with Water and 5% Glycerin in Albino Rabbits
E:?*

i’ 0386EB0669 ’ Primary Skin Irritation Test with 50% S-26741
g + 0.35% Docusate Sodium + 0.125% N-decyl

- Methyl Sulfoxide in Solution with Water and
k‘;

S 5% Glycerin in Albino Rabbits
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Study Number Title
({,}" &-é
03686EB067 Primary Skin Irritation Test with 50% S-26741

+ 0.5% Sodium Lauryl Sulfate in Solution with
Water and 5% Glycerin in Albino Rabbits

0386EB0671 Primary Skin Irritation Test with 50% S-26741
+ 0.5% Sodium Myristyl Ether Sulfate in
Solution with Water and 5% Glycerin in Albino
Rabbits

0386EB0672 Primary Skin Irritation Test with 50% S-26741
+ 0.5% Sodium Octyl Sulfate in Solution with
Water and 5% Glycerin in Albino Rabbits

0387EG0053 Repeat Skin Irritation Study with
T Hydroxypropyimethylcellulose Gel Containing
Gi, 50% Pyridostigmine Bromide (Lot 4588) in

Albino Guinea Pigs

% 0387EG0056 Repeat Skin Irritation Study with

ﬁ Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.21% Docusate
Sodium (Lot 4589) in Albino Guinea Pigs

RS G

0387EGO059 Repeat Skin Irritation Study with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.198% Sodium
Lauryl Sulfate (Lot 459) in Albino Guinea
Pigs

0387EB0073 ’ Repeat Skin Irritation Test with
Hydroxypropylmethylcellulose Gel Containing
50% Pyridostigmine Bromide (Lot FN4588) in

b@ Albino Rabbits
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0%, Study Number
DA

03874WB0074

0387EB0075

0385MG0411

0386MS0737

0386MG0769

‘ 0387MGO051

vy T

0387MG005Z~

X TR I

S66

Title

Repeat Skin Irritation Test with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.21% Docusate
Sodium (Lot FN4589) in Albino Rabbits

Repeat Skin Irritation Test with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.198% Sodium
Lauryl Sulfate (Lot FN4590) in Albino Rabbits

Sensitization Study with S-26741 (Lot 653035)
in Guinea Pigs

Sensitization Study with 50% S-26741 + 0.33%
Sodium Lauryl Sulfate in a Microporous
Membrane in Yorkshire Swine

Sensitization Study with 50% S-26741 + 0.33%
Sodium Lauryl Sulfate in Solution with Water
and 5% Glycerin in Albino Guinea Pigs

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
50% Pyridostigmine Bromide in Albino ‘Guinea
Pigs

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
50% Pyridostigmine Bromide (Lot FN4588) in
Albino Guinea Pigs

V
LR RN T A S T AP P AL ™ R B N o 8 R B g mn S B NS e S P A e S BLR @ T P B A
e S Tt S e N N Gy T R R R UG R A G I E AR RIS,

T

R
g

T

=

o
-

B

‘%-

X

e

A_ad

Y



Study Number

0387MG0054
0387MG0055
0387MG0057
i’s 0387MG0058
1187MK0018
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Title

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.21%
Docusate Sodium in Albino Guinea Pigs

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.21% Docusate
Sodium in Albino Guinea Pigs

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.198% Sodium
Lauryl Sulfate in Albino Guinea Pigs

Sensitization Study with
Hydroxypropylmethylcellulose Gel Containing
30% Pyridostigmine Bromide and 0.198% Sodium
Lauryl Sulfate in Albino Guinea Pigs

Cytotoxicity Test - Agar Overlay with
Microporous Membranes Using L-929 Mouse
Fibroblasts
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o

gg%& Minimum Toxic Dose Study e
with S-26741, Pyridostigmine Bromide o

(Lot 653035)

‘3

in Beagle Dogs

o

o3

Experiment No: 0385RD0449

@ TR

V%9

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
St. Paul, Minnesota

“

o .
Dates Conducted: October 14, 1985 to November 12, 1985 M
Conducted By: ,/&9‘”‘ ({W "7/6/?0
@, G. L. Harris, BS Date

Advanced Toxicologist
Study Director

O g’f’%}z&a fp{fmﬁf

Reviewed By: c}<a~k~:\t>QEEQ“Y\ojLﬂxJ\ 5%&4&9 ;|
K. D. 0’Malley, BS 0 Date

Senior Toxicologist

Acute Toxicology

ﬁ%@
;.

27 &y

K. L. Ebbens, BS Date
Supervisor, Toxicology Testing

dc: R. T. Catherall
M. W. Downing
K. L. Ebbens
A. K. Mitra
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5”’ Summary

The acute oral minimum toxic dose study with S-26741, Pyridostigmine
Bromide, Lot 653035, was conducted from October 14, 1985 to
November 12, 1985 at Riker Laboratories, Inc., St. Paul, Minnesota using
male and female Beagle dogs ranging in body weight from 14.8 to 19.8
kilograms. The test article was administered orally by gelatin capsule at
dose levels of 90, 30, 10 and 1 mg/kg body weight with mortalities of 1/1,
0/1, 0/1 and 0/1 noted respectively.

The pharmacotoxic signs noted during the 14 day study were salivation,
emesis, labored respiration, lacrimation, ataxia, diarrhea and involuntary
muscle twitching.

The onset of pharmacotoxic signs occurred between 30 minutes and
2 hours after dosing and reccvery was complete in all surviving animals by
day one. The one mortality noted occurred at two hours after dosing. Body
weights of all study animals essentially stayed the same during the study
within + 0.1 kilogram. The animal at the 1 mg/kg dose level appeared
normal throughout the entire 14 day observation period and the 1 mg/kg
Tevel is the only Tevel in which no adverse reactions were noted.
Therefore, based on the results of this test a minimum toxic dose would be
between 1 and 10 mg/kg and 1 mg/kg would be considered a no effect level
when S-26741 is administered orally by gelatin capsule to Beagle dogs.

Introduction
(e L

The objective of this study was to determine a minimum toxic dose of
S-26741 in dogs, so that dose levels may be chosen, for a dog rangefinding
toxicity study with this drug to follow. This study was conducted in
accordance with the Food and Drug Administration’s Good Laboratory Practice
Regulation of 1978. The raw data generated by the Study Director and the
final report will be stored in the conducting laboratory’s archives.

L
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@359 Method and Results

Beagle dogs?, approximately two years old were used for this test.
A1l animals-were held under quarantine prior to testing and only animals
which appeared to be in good health and suitable as test animals at the
initiation of the study were used. Each dog was individually housed in a
3’ x 8’ run with cement floors in a temperature, humidity and 1ight
controiled room. The dogs were permitted a standard laboratory diet- plus
water ad libituin throughout the study.

The dogs (one per dose level) were administered the test material at
preselected dosage levels. Al1 doses wege administered by single
administration orally by gelatin capsule= (size 13).

After oral administration of the test article the dogs were observed
for any adverse reactions and mortality for the following 14 days.
Initial, seven day and final body weights, mortalities and adverse
reactions were recorded and are listed in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.

1P

Laboratory Research Enterprises, Kalamazoo, MI
Wayne’s Dog Food, Continental Grain, Chicago, IL
Manufactured by Torpac Limited, Lot #3043
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Acute Oral Minimum Toxic Dose Study - Beagle Dogs

with S-26741, Pyridostigmine Bromide

Dose
{ma/kaq)

Body Weight (kg)
Test Day Number
Animal No.

Number Dead Percent
Number Tested Dead

90
30
10

1

Note:

1

(2-4 hours)

Figure in parenthesis indicates time of death.

* Animal received 1 mg/kg dose following a 14 day recovery period from the

original 10 mg/kg dose.

Dose
mg/kg

Summary of Adverse Reactions

Observation Periods

Number Affected/Number Dosed

1

90

30

10

* = Emesis noted was clear and foamy.
- = No observed untoward reactions

Salivation

Labored Respiration

Lacrimation

Involuntary muscle
twitching

Prostration

Salivation

Lacrimation

No adverse reactions were noted
throughout the 14 day study
at this level.

0/0
0/0
0/0
0/0
0/0

0/0
0/0
0/1

0/1
0/1

0/1
0/1
0/1
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B Protocol for Riker Study No. 0385RD0449

TITLE: Protocol for a Minimal Toxic Dose (MID) Study with 5-26741,

Pyridostigmine Bromide (Lot 6503035) when given orxally in dogs.

OBJECTIVE: To decermine levels for a Dose Rangefinder Study.

TEST ARTICLE: S-26741, Pyridostigmine Bromide, Lot 6503035
SPONSOR:

55144

Riker lLaboratories, Inc., 3M Company, St. Paul, Minnesota,

TESTING FACILITY: Pathology and Toxicology Department, Riker
Laboratories, Inc., St. Paul, Minnesota, 55144

TEST INTERVAL: October, 1985* through January, 1986.

TEST SYSTEM: Beagle dogs approximately 2 years of age on dose day
one, The animals will be housed in 3 ft x 8 £t runs with cement
floors. The room is temperature and humidity controlled with the

lights on a 12 hour light/dark cycle. Each animal will be given a
single dosage only.

JUSTIFICATION FOR SELECTION OF THE TEST SYSTEM: Beagle Dogs will be
used because the rangefinder study will be done in this strain of
dogs.

TEST SYSTEM IDENTIFICATION: Fach animal will be assigned a number
which will be indicated on the outside cage and vendor ID number
tatooed inside the ear.

RANDOMIZATION OF TEST SYSTEM: The dogs will be randomized to treatment
and dose groups at the discretion of the Study Director.

DIET AND OTHER COMMERCIALLY AVAILABLE FORMULATION/ANALYTICAL
SPECIFICATIONS: Water and Wayne's Dog Food will be available
ad libitum throughout the study.

Chemical analysis of the test article S-26741 will be determined
prior to dosing. Analytical report will be on file in the raw data.

Thé test interval are the proposed dates from study initiation to
the issuance of the report.

*NOTE:
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DOSAGE LEVELS, ROUTE, GROUP SIZE ETC.: The tes. article will be given a

single administration orally by gelatin capsule to one dog per dose
level as indicated below:

Dose Level Group Size
30 mg/kg 1 Gog of either sex
10 mg/kg 1 dog of either sex

Any additional dosage levels, or changes in dosage levels, if needed,
will be at the discretion of the Study Director.

CLINICAL OBSERVATIONS: The animals will be observed frequently during
the day of compound administration twice daily thereafvsr throughout
the 14:day test interval for evidence of treatment related toxicity.

Body weights will be recorded initially and at the end of the 14 day
observation period.

TISSUE PATHOLOGY: No gross necropsies will be performed on these
animals. This will be addressed in the rangefinder study.

i:‘ FINAL REPORT: Mortality between groups will be compared as well as a
comparison of treatment related toxicities. The proposed date for
the final report is 1-3 months after the observation period. All raw
data generated by the Study Director and the final report will be
stored in the Riker Laboratories Archives, St. Paul, Minnesota.

6&/°kﬁ?’
i
%/@w#%/q@/fr Z L
‘Study Director Date Supervisor, ‘Date

Toxicology Testing

"l

RECEIVED |

s CCT 081385
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Riker Experiment No. Q385RD0449

Appendix ] {concluded) 8579
Deviations and/or Amendments to Protocol ’ o

1. The ]ot number for the test material S-26741 is 653035. There is a

_typo in the original protocol.

G. L. Harris 10/14/85
Study Director Date

2. Body weights will also be taken on day seven. Rational for change:

weekly hody weights are generally S.0.P. for studies of this nature.

G. L. Harris 10/21/85
Study Director Date

3. Ap additional dose level of 1 mg/kg will be dosed to dog #4D122

_(the oriqipal 10 ma/kg dog) after the first 14-day study period is

terminated. This is being done to try and find a no effect level

for the compogund.

G. L. Harris 10/28/85
Study Director Date

4. _Completion date is extended to 2/86 due to the addition of a 1 mg/kq

w}d\{u:mm

dose level,
:
!
:
3 G, L. Harris 2/6/86
5 Study Director Date
§ 5, ]
71
| & .
A Study Director Date
i
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APPENDIX 11

Principal Participating Personnel Involved in the Study

P

Name

Function

G. L. Harris, BS
G. E. Hart

K. D. 0'Malley, BS
K. L. Ebbens, BS
G. C. Pecore

L. 0. Wiseth

e
Y

&

Advanced Toxicologist
Study Director

Sr. Laboratory Technician
Acute Toxicology

Senior Toxicologist
Acute Toxicology

Supervisor
Toxicology Testing

Supervisor
Animal Laboratory

Sr. Laboratory Technician
Acute Toxicology
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APPENDIX III - A

Test and/or Control Article Characterization

"'\

for

%“ &(c—lq | i (P\( R Dc%‘\‘l.e MRS E %ﬁCw*\;h{)lLa"'(‘sgegg)

1. The identity strength, uniformity, composition, purity or other per- ) :

tinent characterizations of the test and/or control substances have £
been determined and documented as of /(9 /5 . 5{(
1 T L
3
2. The method of synthesis or origin of the test and control substances, pba
including their amount and the method of bioassay (if applicable) is fe
documented. . & ;
. e KN
ves N no C JoT ARo L, rA.«.L:\ et afzes. g':i
» - # ‘
3. The stability of the test and/or control substances have been deter- ::"
mined or will be determined as of . oY)
K [FONCIPS WA = _— iy C N\ St »
wd wakecs > (A.Jou RE€feitne Foe FeoTe STubity PATHoLL 4
The above information and documentation are Iocated in the sponsor's re- < OP{ NS
cords. s ‘14
By %jﬁ' (2% 13o/84
K J

Sponsor Date

Form 18783 PWO
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APPENDIX III - B 9.

- _ S8
Riker St. Paul Drug Clearance Certificate w
(@3 E’:”(iriginal Clearance [! Re-Clearance

Reference Standard

Sampie Descuption

Pyridostigmine Bromide

Compoung‘Lot N¢ Batch Size
Hoffman-LaRoche Lot #653035 200 gm RFA-11055
elgrence sl'nal'd Lol lplQVlOUS RE'QIQHCCS
‘ Test Results IC Full Clearance [ Selected Tests

Assay: 99.19% (on the dried basis)
Loss on Drying: 0.51%
Identification:

Infrared Spectrum: Spectrum IR 1492 agrees with USP Reference Standard
Spectrum IR 1491.

‘ii; Ultraviolet Spectrum: Spectrum UV 1565 agrees with USP Reference Standard
Spectrum UV 1564.
Respective absorptivity 103 0% of USP Reference
Standard.

Identification C: Responds to identification test.

Identification D: Responds to test for Bromide.

{ Melting Range: 154.2° - 155.0°

LRt o g

Residue on Ignition: O

Note. Specifications or referencte value in parenthesis
* Not formai clearance specilication

Comments

g%gb Reference USP XXI

ST Rever ﬂ &/ M "/‘;_{ ?,_KP“""'E;;{""”" L it ;}ﬁ/m

Fom 921487 Py
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% APPENDIX IV

QUALTITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: 0285800449

This short term study was audited by Compliance Audit and the
final report examined against the raw data on fesruaey 7. 1986 .

The results of the audit were reported to the study director and to

management on FeervAry 7,19%b
In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected

weekly on a recurring cyle, and the facilities are examined by

‘ji; Compliance Audit on a three month schedule.

O,M/L. UWA/&O-J—-'Q

Compliance Audit

2-7-86
Date

}.
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@;} Acute Dermal Toxicity Study
P with S-26741, Lot 653035 (Pyridostigmine Bromide)
in Albino Rabbits

Experiment No: 0385AB0412

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
St. Paul, Minnesota

Dates Conducted: October 15, 1985 to January 28, 1986
Conducted By: a//<i2{;°=k ejp 9<¥g/24bu° é%/Z/QL
- G. L. Harris, BS Date
ii; Advanced Toxicologist

Study Director

Reviewed By: ﬁfEEE%>FY‘t&Q§lQ Sip /&t

K.'D. 0’Malley, BS Date
Senior Toxicologist
Acute Toxicology

E B Far., 8

' K. L. Ebbens, BS Date
Supervisor, Toxicology Testing

J dc: R. T. Catherall '
M. W. Downing
K. L. Ebbens
A. K
M. Jd
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581 1.

Summary

The acute dermal toxicity study with S-26741, Pyridostigmine Bromide
(Lot 653035), was conducted at Rixker Laboratories, Inc., St. Paul,
Minnesota from October 15, 1985 to January 28, 1986 using five male and
five female rabbits, per dose level, ranging in body weight from 1.6 to 2.1
kilograms. The test article was administered undiluted by dermal
application at dosage levels of 2,000, 1,000, 500, 250, 80 and 63 mg/kg
body weight and mortalities of 10/10, 10/10, 10/10, 10/10, 5/10, and 2/10
respectively occurred within 24 hours of dosing. The pharmacotoxic signs
noted were salivation, tremors, involuntary muscle twitching, clonic
convulsions, hypoactivity, ataxia, prostration and diarrhea. A1l surviving
animals appeared normal by the observation on day one and remained normal
for the duration cf the 14 day study. No skin irritation was noted in the
surviving rabbits and all surviving rabbits gained weight during the study.
A gross necropsy was performed on all animals and the results revealed no
visible lesions with the exception of one male rabbit at the 500 mg/kg dose
Tevel which had blood around the anus at necropsy. Based on the results of
this test the dermal LD50 of S-26741 is 80 mg/kg when applied undiluted to
male and female albino rabbits.

Introd\ction

The\objective of this study was to determine the acute dermal LD50 of
S-26741, Pyridostigmine Bromide (Lot 653035), in male and female albino
rabbits. This study was conducted in accordance with the Food and Drug
Administration’s Good Laboratory Practice Regulation of 1978, The raw data
generated by the Study Director and the final report are stored in the
conducting laboratory’s archives.

O «d&?
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@, Method and Results

Young albino rabbits? were used in this test. All animals were held
under quarantine for several days prior to testing with only animals which
appeared to be in good health and suitable as test animals at the
initiation of the study used. The rabbits were housed in suspended,
wire-mesh cages in temperajure and humidity controlled rooms and permitted
a standard laboratory diet- plus water ad libitum.

The trunk of five male and five female rabbits, per dose level, was
clipped free of hair with an electric clippper and the skin of each animal
was then abraded. The test article was applied on the surface of the skin
for a one day exposure period at dosage levels of 2,000, 1000, 500, 250, 80
and 63 mg/kg. The trunk of each animal was wrapped with impervious plastic
sheeting- to occlude the test article and a flexible plastic collar was
fitted on the rabbits to prevent test article ingestion. After the one day
exposure period the plastic wrapping and collar were removed from each
animal and all residual test article washed off with water. The animals
were then returned to their cages and observed daily for untoward
behavioral reactions and skin reactions for the following 14 days. Initial
day seven and final body weights, mortalities (Table 1) and adverse
reactions (Table 2) were recorded. A necropsy was conducted on all animals
that died during the study as well as those euthanatized at the end of the
14 day observation period {Table 1). The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance

ﬁﬁt statement are contained in Appendices I - IV.
{
g Hazleton-Dutchland, Inc., Denver, PA
: Purina Rabbit Chow, Ralston Purina, St. Louis, MO

SN 10 x 22 X .02 extra clear polyethylene sleeves, PPC Industries, Inc.,
iﬁi@ Wheeling, IL

. R FLS ™A T UK K P D 0% Fat TS b W R I T WAL I NN o oy M o . -"v('fy”
R T Y e o R ey e e oo R X A R v



583 3.
TABLE 1

éﬁ%@ ACUTE DERMAL TOXICITY STUDY - ALBINO RABBITS
’ with S-26741, Lot 653035
Mortality, Necropsy and Body Weight Data

a Individual Body Weights (kg)
Dose= Animal Test Day Number: : Number Dead Percent
(mg/kg) Sex Number 0 7 14 Number Tested Dead

2,000 M 5B1650 1.8 (1 hour) - 5/5 100
5B1652 1.9 (1 hour) - ’
5B1655 1.6 (1 hour) -
5B1651 1.9 (1 hour) -
5B1653 1.7 (1 hour) -

2,000 F 5B1639 1.6 (1 hour) - 5/5 100
5B1640 1.7 (1 hour) -
5B1641 1.7 (1 hour) -
5B1627 1.9 (1 hour) -

- 5B1630 1.6 (1 hour) -
CE? 1,000 M 5B1826 1.8 (1 hour) - 5/5 100

5B1829 1.9 (1 hour) -
5B1832 1.8 (1 hour) -
5B1827 1.7 (2 hours) -
5B1830 1.8 (2 hours) - 1

1,000 F 5B1805 2.0 (2 hours) - 5/5 100
5B1803 1.7 (2 hours) -
5B1800 1.8 (1 hour) -
5B1804 2.0 (1 hour) - i
5B1807 1.8 (1 hour) - ;
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TABLE 1 (continued)
égg? . ACUTE DERMAL TOXICITY STUDY - ALBINO RABBITS
with S-26741, Lot 653035
Mortality, Necropsy and Body Weight Data

Individual Body Weights (kg)

Dose? Animal Test Day Number: Number Dead Percent
(mg/kg) Sex Number 0 7 14 Number Tested Dead
500 M 581833 2.0 (2 hours) - 5/5 100
5B1828 1.8 (2 hours) -
5B1831 1.9 (3 hours) -
5B1834* 1.8 (2 hours) -
5B1814 1.8 (1 hour) -
500 F 5B1810 1.9 (3 hours) - 5/5 100
581763 1.9 (2 hours) -
5B1764 1.8 (1 hour) -
581765 1.7 (1 hour) -
<§§? 5B1766 1.7 (1 hour) -
2 250 M 5B1817 2.0 (2 hours) - 5/5 100
5B1820 2.0 (2 hours) -
581823 1.9 (2 hours) -
581815 1.9 (2 hours) -
581818 2.0 (2 hours) -
250 F 5B1769 1.9 (2 hours) - 5/5 100
581772 2.0 (2 hours) -
5B1767 1.8 (2 hours) -
581770 1.9 (2 hours) -
5B1773 2.0 (1 hour) -

&
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585 5.
TABLE 1 (concluded)

gﬁ%& . ACUTE DERMAL TOXICITY STUDY - ALBINO RABBITS
' with S-26741, Lot 653035
Mortality, Necropsy and Body Weight Data

Individual Body Weights (kg)

Dose? Animal Test Day Number: Number Dead Percent
(mg/kg) Sex Number 0 7 14 Number Tested Dead
80 M 6B0085 1.7 (2 hours) - 4/5 80
6B0080 1.8 2.0 2.2
6B0083 1.7 (4 hours) -
680086 2.1 (2 hours) -
680082 1.8 (Day 1) -
80 F 6B0027 1.8 2.0 2.2 1/5 10
6B0003 1.8 2.1 2.4
6B0008 1.9  (1-30 min) -
6B0012 1.9 2.4
6B0035 1.8 2.0 2.2
63 M 5B1821 2.0 (1 hour) - 2/5 40
@“’: 5B1824 2.1 2.1 2.6
o 5B1816 2.0 2.1 2.5
5B1819 1.8 1.9 2.3
581822 1.9 (2-4 hours) -
63 F 5B1768 2.0 2.2 2.5 0/5 0
5B1771 1.9 2.0 2.3
5B1774 1.9 2.0 2.5
5B1739 1.9 2.0 2.4
5B1742 1.8 2.0 2.2

2 The test article was administered undiluted.

The acute dermal LD50 is 80 mg/kg in male and female albino rabbits.

Necropsy '

Necropsies were performed on all animals at the end of the 14 day study and no visible
lesions were noted with the exception of one male rabbit at the 500 mg/kg dose level
(marked with an asterisk). which had blood around the anus at necropsy.

Note: The time in parenthesis indicates the time of death.
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Riker Experiment No.;_0385AB0412

, APPENDIX 1
PROTOCOL

3‘3,‘ B 588
Y TEST: Acute Dermal Toxicity Study

SPONSOR: 3M Q\ Ker Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc., St. Paul, Minnesota R( ¢
TEST ARTICLE: Q"«Qh‘_‘q \ 5 ’\)\’R\Oo%"\'\ (NN ‘%(Lc\m \O'L) (S&RI03S

CONTROL ARTICLE:

PROPOSED STARTING/COMPLETION DATE OF TEST: g/@s - \xgs

TEST SYSTEM: New Zealand White Albino Rabits: Sex_CLi__/l % Number_;lL__r— St X

SCURCE: HAZ‘LLTQTQ DoTchkand )Beoa VR b{\ . Weight Range Ke \ii‘,

OBJECTIVE: The objective of this study will be to characterize the acute dermal toxicity of the test article in albino
rabbits. Rabbits were selected as the test system for their sensitivity of response, historical data,
ease of handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms with food2 and water offered ad libitum. Each animal will be assigned a numbered ear tag, which
. will correspond to a card affixed to the outside of the cage. The trunk of each animai will be clipped free
[ of hair and the test article placed on the surface of the skin for a 24 hour exposure period as a single
e dosage of =¥___ mg/kg, however, if this dosage level does not adequately characterize the toxicity
of the test article, additional animals will be administered the test article at supplemental dosage levels.
Any additional dosage levels will be documented and filed with this protocol. The test article will be
administered to the animals in the form received from the sponsor. The trunk of each animal will be
wrapped with impervious plastic sheeting which will occlude the test article during the test period
and a flexible plastic collar will be fitted on the animals to prevent test article ingestion. After adminis-
tration of the test article, the animals will be retumed to their cages for a 24 hour exposure period,
after which time the plastic wrapping and test material will be removed from the dermal surface of the
animals. The animals will be observed for untoward behavioral reactions during the exposure period
and after removal of the test article, for the following 14 days with all observations recorded and main-
tained. General skin reactions will be noted after removal of the test article and periodically throughout the
duration of the study. Initial and final body weights will also be recorded. A gross necropsy, which will
include, but not be limited to, heart, lungs, liver, kidneys and general gastro-intestinal tract and will be
conducted on all animals which die during the conduct of the study, as well as the animals which survive the
study. Any gross abnormalities which are observed during the conduct of the necropsy will be recorded
with specific mention to the organ and/or site observed. The acute median lethal dose (LDso) of the test
article will be calculated, if possible, using a probit analysis method at the end of the observation period. All
raw data generated by the study director and the final report will be stored in the leer Laboratories’

Archive, St. Paul, Minnesota. RECE lVED

2 Purina Rabblt Chow, Ralston Purina, St. Louis, Missouri

1
H = X0 Ve DTwrwmined. SEP 18 198>
‘E" 3 PATHOLOGY AND TOXICOLOGY
L, Yehe Koo ot
Sponsor Date  Study Director Date
Form 19171.2-B-PWO
e e o M o N M oy o P T




Riker Experiment No. _0385AB0412

Appendix ] (concluded)
@@ Peviations and/or Amendments to Protocol 589

1. An initial dose level of 2.000 mg/kq will be administered. This dose

Jevel was chosen because ne deaths or dermal jrritation was noted in

the primary skin jrritation (0385EB0414) conducted previously.

G. L. Harris 10/14/85
Study Director Date

2. Because of the mortalities noted at the 2,000 mg/kg dose level, dose

levels of 1,000 and 500 mg/kg dose levels will be added to the study.

G. L. Harris 11/12/85
Study Director Date
(fi? 3. Because of mortalities noted at 500 mg/kg dose,levels will be added
e

to this studv until a LD50 is established.

i
4

G. L. Harris 11/14/85
3 Study Director * Date
g 4. Dye to the additional dose levels that had to be added to this study l
[ the completion date of the test has been extended to 2/86. g

Tl R,

G, Harris. 2/3/86 ?
§ Study Director Date
| ; '
\ ,
R ,
'1 ,
i \
n Study Director Date :

»

¥

e . O . ENE AN, H\H " ' “',(i!\‘t.
N A T I N R A

e

‘ u » "
gﬂ-";'ii . :S‘\ &"N&‘ '(." A, “' ‘*". g\.’( '\...\‘\ " F“ ‘;*- -\""\ ‘,:*. “:\:' .;_\ \. -\.'('




i DI o8 o~ 4

APPENDIX IT

o

Principal Participating Personnel Involved in _the Study

FoaZalialox

Name Function
J G. L. Harris, BS Advanced Toxicologist
! Study Director

P
o

.

m

. Hart Sr. Laboratory Technician
Acute Toxicology

. 0'Malley, BS Senior Toxicologist
Acute Toxicology

K. L. Ebbens, BS Supervisor
Toxicology Testing

R DT AT SR S Il
~
o

G. C. Pecore Supervisor
Animal Laboratory

et

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
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11.
APPENDIX III - A ) 951

Test and/or Control Article Characterization

for

S- A6l _(Pyri 05T emue %“C-“‘B{BILJ'L(‘SBO:‘,E

1. The identity strength, uniformity, composition, purity or other per-
tinent characterizations of the test and/or control substances have
been determined and documented as of j/lq /e .

I ¥

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of biocassay (if applicable) is

documented.
yes M no W”p/

3. The stability of the test and/or control substances have been deter-
mined or will be determined as of

z £ ’ : S
Rowd ekt ! M""l’"b (’VUI Reéfoane Foe A ‘;TJOASB"PM:Q»«-)
The above information ana documentation are Iocated in the sponsor's re-

cords. sof
L A T2 f3o/8¢
‘:g; Sponsor Date

Form 197983 PWO

R T il
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APPENDIX III - B 12.

. - 52 N
Riker St. Paul Drug Clearance Certificate . 4
k' Original Clearance [[i Re-Clearance :
Putpose -

Reference Standard

Sampie Descuption -

Pyridostigmine Bromide

CompounoiLot No Batch Size
Hoffman-LaRoche Lot #653035 200 gm RFA-11055
eference Stanoard Lot Previous Relerences
Test Results kG Full Clearance [0 Selected Tests

Assay: 99.19% (on the dried basis)
Loss on Drying: 0.51%
Identification:

Infrared Spectrum: Spectrum IR 1492 agrees with USP Reference Standard
Spectrum IR 1491.

Ultraviolet Spectrum: Spectrum UV 1565 agrees with USP Reference Standard
Spectrum UV 1564.
Respective absorptivity 103 0% of USP Reference
Standard.

Identification C: Responds to identification test.

Identification D: Responds to test for Bromide.

Meltino Range: 154.2° - 155.0°

T o oA E A,

Residue on Ignition: O

R O S Sy

Note Specilications of reference value in parenthesis
* Not formal clearance specification

PPRS Ay e’ e S S S}

Comments

4 ]
“@5 Reference USP XXI %
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- APPENDIX IV

QUALITY ASSURANCE STATEMENT
Acute Toxicology Laboratory Studies
Study No.: _0385AB04I2

This short term study was audited by Compliance Audit and the

final report examined against the raw data on F%ﬂﬂau&@g 7 19¥b

The results of the audit were reported to the study director and to

management on F%B£Mk¢7 7. 19%

In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected
weekly on a recurring cyle, and the facilities are examined by

&} Compliance Audit on a three month schedule.

‘z>,L4u¢. L/LA1»1/@kﬁ~h1)

Compliance Audit

2-7-8L
Date
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Experiment No:

Conducted At:

oy o e

Dates Conducted:

uw v AL Y

Conducted By:

PICEEt &

T T T

Reviewed By:

dc: . Cathefa]]
. Downing
. Ebbens

T
W
L
K. Mitra
J
ath

B A Al AT e A & e Pk vt e G A & o B Tt g S

. ‘Westfall .(2)¢
/Tox Files

e

R A T A T Kaﬁr?a%r‘r’a e m‘m‘v‘; RO AL \
@KMM&&&\ e e S S s

Acute Oral Toxicity Study
with S-26741, Lot 653035
in Albino Rats

0385AR0413

Pathology and Toxicology
Riker Laboratories, Inc.
St. Paul, Minnesota

September 24, 1985 to November 19, 1985

<C:Zi“\ Efy %Lé;iﬁb«n /46/367@3

G. L. Harris, BS Date
Advanced Toxicologist
Study Director

%U- "~ b (\’\(\/\_‘(‘D AN :/K') /‘C/«‘
K.'D. 0’Malley} BS  "Date

Senior Toxicologist
Acute Toxicology

S = &b

K. L. Ebbens, BS Date
Supervisor, Toxicology Testing
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Summary

The acute oral toxicity study with S-26741, Lot 653035
(Pyridostigmine Bromide) was conducted from September 24, 1985 to
November 19, 1985 at Riker Laboratories, Inc., St. Paul, Minnesota using
male and female albino rats ranging in body weight from 200-385 grams.
The test articie was administered by gastric intubation at dose levels of
80, 60, and 40 mg/kg body weight with mortalities of 10/10, 6/10, and 2/10
respectively. The untoward behavioral reactions noted during the 14 day
observation period generally consisted of hypoactivity, prostration,
ataxia, clonic convulsions, salivation, involuntary muscle twitching,
tremors, and red lacrimation. The onset of pharmacotoxic signs and death
was rapid as they occurred in most rats within one hour of dosing.
Generally, recovery was complete in all surviving animals by day three.
Body weight gains were noted in all animals that survived the study with
the exception of one rat with malocclusion. Necropsies performed on all
animals on study revealed three rats with hyperemic lungs and one rat with
hemorrhage of the small intestine, all of which were in the 60 mg/kg dose
group. All other rats had no visible lesions. The acute oral LD50 of
§-26741, Lot 653035, is 52 mg/kg with 95% confidence limts of 42-61 mg/kg.

Introduction

The objective of this study was to determine the acute oral LD50 of
S-26741, Lot 653035 (Pyridostigmine Bromide), in albino rats. This study
was conducted in accordance with the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978. The raw data generated by the
Study Director and the final report are stored in the conducting
laboratory’s archives.
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Q%%% Method and Results
ARV
Young albino rats? were used in this test. A1l animals were held

under quarant1ne for several days prior to testing with only animals which
appeared to be in good health and suitable as test animals at the
initiation of the study used. The rats were housed in suspended, wire-mesh
cages in temperBture and humidity controlled rcoms and permitted a standard
laboratory diet= plus water ad libitum except during the 16 hour period
immediately prior to gastric intubation when food was withheld.

The rats were administered the test material as a solution in sterile
distilled water at preselected dosage levels. All doses were administered
at a constant volume of 10 ml/kg directly into the stomachs of the rats
using a hypodermic syringe equipped with a ball-tipped intubating needleS.
The dosage levels administered were 80, 60, and 40 mg/kg.

After gastric administration of the iest article, the rats were
returned to their cages and observed for the following 14 days. Initiai,
seven day and final body weights, mortalities (Table 1) and adverse
reactions (Table 2) were recorded. A necropsy was conducted on all animals
that died during the study as well as those euthanatized at the end of the
14 day observation period (Table 1). The protocol, principal personnel

involved in the study, composition characteristics and Quality Assurance
statement are contained in Appendices I - IV.

Charles River Breeding Laboratories, Inc., Wilmington, MA
Ralston Purina Laboratory Chow, Ralston Purina, St. Louis, MO
Popper and Sons, Inc., New Hyde Park, NY
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. . 997
TABLE 1
%@%& ACUTE ORAL TOXICITY STUDY - ALBINO RATS

with S-26741, Lot 653035
Mortality, Necropsy and Body Weight Data

3 Individual Body Weights (gm)

Dose- Animal Test Day Number: Number Dead Percent
(mg/kg) Sex Number 0 7 14 Number Tested Dead
80 M 5R2068 307 (1-30 min) - 5/5 100
5R2069 304 (1-30 min) -
5R2070 273 (1-30 min) -
5R2071 289 (1-30 min) -
5R2072 290 (1-30 min) -
80 F 5R2088 246  (1-30 min) - 5/5 100
5R2089 229  (1-30 min) -
5R2090 223 (1 hr) -
5R2091 235 (1-30 min) -
, 5R2092 236 (1 hr) -
C:f: 60 M- BR2133 344 262 297 3/5 60
B5R2134** 289 (1 hr) -
5R2135 373 (1 hr) -
5R2136** 385 (1 hr) -
5R2137** 294 300 323
60 F 5R2153* 255 (1 hr) - 3/5 60
5R2154 215 (1 hr) -
5R2155 261 269 284
5R2156 236 (1 hr) -
5R2157 242 256 270

&
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TABLE 1 (concluded) : 538
@ ACUTE ORAL TOXICITY STUDY - ALBINOG RATS
with $-26741, Lot 653035
Mortality, Necropsy and Body Weight Data
Individual Body Weights (gm)
Dose? Animal Test Day Number: Number Dead Percent
(mg/kg) Sex Number 0 7 14 Number Tested Dead
40 M 5R2494 209 (1 hr) - 1/5 20
5R2495 213 258 307
5R2496 208 257 302
5R2497 216 276 331
5R2498 209 251 291
40 F 5R2514 204 235 247 1/5 20
5R2515 201 232 243
5R2516 200 238 254
5R2517 206 251 243
5R2518 208 (1 hr) -
\;_
2 The test article was administered as a solution in sterile distilled water.
Note: The figures in parenthesis indicate time of death.
* See necropsy section below.
** See necropsy section below.
The acute oral LD50 is 52 mg/kg with 95 confidence limits of (42-615 mg/kg in fasted albino
rats. .
Necropsy
A gross necropsy was performed on all rats on study. The three rats marked with (**) had
hyperemic lungs and one rat marked with (*) had hemorrhage of the small intestine. All
other rats on study had no visible lesions. &
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Riker Experiment No.:

- APPENDIX 1 7.
PROTOCOL
6C1
TEST: Acute Oral Toxicity
SPONSOR: 3M Ri¥er Division
CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc., St. Paul, Minnesota
TEST ARTICLE: S- A4, Pygiponticmivg Deomioe  let LS3035
CONTROL ARTICLE:
PROPOSED STARTING/COMPLETION DATE OF TEST: q / g5 - \3‘1 XS

TEST SYSTEM: Albino Rat, CD

SOURCE: Charles River Breeding Laboratories, Wilmington, MA

Sexx: " 4 X
Number: S | sax | lsve
Weight Range: 200- 366 3 RAmS

OBJECTIVE: The objective of this test will be to characterize the acute oeal toxicity of the test
article in.albino rats. Rats were selected as a test system for reproducibility of response, historical use,
(’2"' ease in handling and general availability.
S vay
METHOD. The animals will be housed in stainless steel suspended wire mesh cages in temperature and humldng

controlled rooms during both the quarantine and test periods, with food2 and water offered ad libitum
Each animal will be identified by color coding, according to the laboratory's standard operating
procedure, which will correspond to the animal numbers on a card affixed to the outside of the cage. A
single dosage of 1 mg/kg will be administered each animal, however, if this dosage
level does not adequately characlerize the toxicity of the test article, additional animals will be
administered the test article at supplemental dosage levels. Any additional dosage levels will be
documented and filed with this protocol. The test article will be administered to the animals in the form
received from the sponsor. After administration of the test article, the animals will be returned to their
cages and observed for any untoward behavorial reactions for the following 14 days. Initial and final
body weights will be recorded. A gross necropsy which will include, but not be limited to heart, lungs,
Iver, kidneys and general gastrointestinal tract will be conducted on all animals which die during the
conduct of the test as well as the animals surviving the test period. Any gross abnormalities which are
observed during the conduct of the necropsy will be recorded with specific mention to the organ and/or
site observed. The acute medial lethal dose (LD,,) of the test article will be calculated, if possible, using
a probit analysis method at the end of the observation period. All raw data generated by the study
director and the final report will be stored in the Riker Laboratories® Archive, St. Paul, Minnesota.

2 o i e e ¥ E Il e A A S K A

a Purina Laboratory Chow, Ralston Purina, St. Louis, Missouri
b Food will be withheld for a 16-20 hour period prior to dosing.

Yoboss KT %/m Yk

c@ Sponsor Date Study Director RECE lVE D Date y
Fom 26482.1-PWO SEP 181985
_ff\THOLOGY AND TOXICOLOGY
e e e e e s L g g e i :?i?,ilg
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Riker Experiment No. 0385AR0413

8.
Appendix I {(concluded)
Deviations and/or Amendments to Protocol . §(2 :

1. The body weight range for this study may be 200-390 grams.

G. L. Harris 9/24/85
Study Director Date

2. Due to a technician error, final body weights were not taken on the

rats in the 60 and 40 mg/kg dose levels. These two levels will be

repeated so that complete results can be obtained.

G.L. Harris 11/5/85
Study Director Date

Study Director Date

vy o ——
£
s

Study Director Date

i
Study Director Date N
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APPENDIX II

o

S

&

Principal Participating Personnel Involved in the Study

T
ool

§4‘
%&f Name Function
gﬁ G. L. Harris, BS Advanced Toxicologist
" Study Director
A
g* G. E. Hart Sr. Laboratory Technician
g"% Acute Toxicology
:’{ !
ﬁﬂ. K. D. 0’'Malley, BS Senior Toxicologist
o Acute Toxicology
A
* K. L. Ebbens, BS Supervisor
w Toxicology Testing
WY
ﬁgﬁ G. C. Pecore Supervisor
o Animal Laboratory
a5
5,3 L. 0. Wiseth Sr. Laboratory Technician
LYY, Acute Toxicology
N
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APPENDIX III-A . {364

Test and/or Control Article Characterization

for

%" A4 | , (’\31 R 0:%'\‘1.(.»'“"\',5 %QQ'“:BS.}ILQT&QS&-%E,

1. The identity strength, uniformity, composition, purity or other per-
tinent characterizations of the test and/or control substances have
been determined and documented as of g}]q;[&jf’ .

’ L §

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

-
documented. €

yes M mo (aser apel) SN

3. The stability of the test and/or control substances have been deter-
mined or will be determined as of

Ra.v\ Ml:.b f C;’ ﬂfc‘ b M (@T RE J.;b\,p . FU’-— Af-v—l.l. QT“/DI‘.SB_ ’;:::ot—d..’/r,
The above information and documentation are Iocated in the sponsor's re- Sobs
cords.
0, 7%&’& [t f3e/8¢
(’. Sponsor Date

e

Py

%,

> g
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APPENDIX III - B

5 e {;‘Izi:illﬂ ’ ;;
Riker St. Paul Drug Clearance Certificate f:

@ k' Original Clearance [| Re-Clearance

3 Putpose

Reference Standard
Sample Descuptior

Pyridostigmine Bromide
Compoung’Lot N¢ Batch Size

Hoffman-LaRoche Lot #653035 200 gm RFA-11055

elerence Stangaro Lot

fPrevious References

Test Results G Fuli Clearance [0 Selected Tests

Assay: 99.19% (on the dried basis)
Loss on Drying: 0.51%

Identification:

Infrared Spectrum: Spectrum IR 1492 agrees with USP Reference Standard
Spectrum IR 1491.

>

ng Ultraviolet Spectrum: Spectrum UV 1565 agrees with USP Reference Standard
Spectrum UV 1564.
Respective absorptivity 103.0% of USP Reference
Standard. .’

Identification C: Responds to identification test.

Identification D: Responds to test for Bromide.

Melting Range: 154.2° - 155.0°

Residue on Ignition: O

* Not formal ciearance specification

Comments

gggﬁ Reference USP XXI

.
Note. Specitications o1 ceference value in parenthesis

Analytical Review a ; / Date Quality Contiol Apptoval Date ;
| C. A, Kolars LQ&/{M Vi de 18| 5-,-’1.,5{ d/‘i—'—"# 9 JANEG T

Toem 99412 Bl

&
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APPENDIX 1V

QUALITY ASSURANCE STATEMENT
Acute Toxicology Laboratory Studies
Study No.: 0385 ARDAI3

This short term study was audited by Compliance Audit and the

final report examined against the raw data on FesruARy b,1980

The results of the audit were reported to the study director and to

management on FEBRUARY b, 1486

In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected
weekly on a recurring cyle, and the facilities are examined by

Compliance Audit on a three month schedule.

ATy, SRR

7:l(,c4.LA/%44/@ML¢,<3

Compliance Audit
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eg§3 Primary Skin Irritation Test
“ with S-26741, Lot 653035
in Albino Rabbits

Experiment No: 0385EB0414

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
St. Paul, Minnesota

Dates Conducted: September 24, 1985 to October 4, 1985
Conducted By: ,/wtz’”\k ;// 74!'.44—5 /2 /s /55=
G. L. Harris, BS Date
‘3 Advanced Toxicologist
" Study Director
- \\ N
Reviewed By: Lo . DO 1) i
K! D. 0’Malley, BS rx Date

Senior Toxicologist " -
Acute Toxicology

i

K. L. Ebbens, BS Date
Supervisor, Toxicology Testing

dc: R. T. Catherall
M. W. Downing
K. L. Ebbens
A. K. Mitra
M. J. Westfalli
Path/Tox Files
o
B
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@ Summary

The results of the primary skin irritation test conducted from
September 24, 1985 to October 4, 1985 at Riker Laboratories, Inc.,
St. Paul, Minnesota indicate that S-26741, Pyridostigmine Bromide
(Lot 653035) is non-irritating (0.0/8.0) to the skin of female albino
rabbits at concentrations of 50%, 15%, 5% and 1% (w/w solutions in normal
saline). Each concentration was applied to one abraded and one intact test
site on a group of six rabbits. Neither erythema nor edema were noted on
any site during the study.

Introduction

The objective of this study was to determine the primary skin
irritation potential of S-26741, Pyridostigmine Bromide (Lot 653035), to
the skin of female albino rabbits. This study was conducted in accordance
with the Food and Drug Administration’s Good Laboratory Practice Regulation
of 1978. The raw data generated by the Study Director and the final report
are stored in the conducting laboratory’s archives.
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Animals and Husbandry

Twenty four young New Zealand White Rabbits? were used in the
evaluation of the primary skin irritBting properties of the test artic]eC
The rabbits were individually housed- in stainless steel cages, and food-
and water was available ad libitum. All rabbits were individually
identified with ear tags and considered to be in good health at study
initiation. The rabbits were housed in a temperature and humidity
controlled room. Room lighting was on a 12/12 hour light/dark cycle that
was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

On the day of compound administration one of the two sites was abraded
by making four epidermal incisions, two perpendicular to the other two,
while the other test site remained intact. Concentrations of 50%, 15%, 5%
and 1% (w/w solution in normal saline) were chosen and administered to each
of six rabbits per dose level. The appropriate test article solution (0.5
ml) was applied to each of the test sites on each rabbit and immediately
covered with two-inch square gauze patches. The patches, which were placed
directly over the test sites, were secured with gauze wrap. lhe trunk of
each animal was then wrapped with impervious plastic sheeting= which held
the patches in position during the one day exposure period.

At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and 48
hours after removal of the test article, the intact and abraded test sites
were examined and scored separately for erythema and edema on a graded
scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one and 48 hours
post removal of the test article. Similarly, the mean scores for erythema
and edema of the abraded test sites were added. These two values were
totaled and divided by four to obtain the mean primary irritation index.

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1978 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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510 3.

Qggg The scoring criteria for erythema and edmea are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)
Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
primary skin irritation rating:

Gg%

Mean Primary Irritation Score

(Range_of Values) Descriptive Rating
0 Non-Irritating

0.1 -0.5 Minimally Irritating
0.6 - 1.5 Slightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 - 5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Tables 1, 2, 3, and 4. The
protocol, principal personnel <involved in the study, composition
characteristics and Quality Assurance statement are contained in
Appendices I - IV.
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APPENDIX | Riker Experiment No.. _Y2023&0U4ss
. PROTOCOL

TEST: Acute Primary Skin irritation Test 51 5

1) Y
.’7 SPONSOR: 3M ?\ Ko Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc., St. Paul, Minnesota
< . . . . . ]
TEST ARTICLE: _ 2~ QWY 3 \BleDCFJT\L, minE S(Lom‘m:‘._.r et 53035

CONTROL ARTICLE:

PROPOSED STARTING/COMPLETION DATE OF TEST: q ‘KS = \‘1’?5

TEST SYSTEM: Female New Zealand White Albino Rabbits
HAazel o b STedkand

SOURCE: .
bGM NV ) DP:
” -
Y
§ OBJECTIVE. To determine the irritation potential of the test article to the skin ¢! _\_?_ animals. Rabbits weare
< selected as the test system due to their historical use, sensitivity to irritants, ease of handling and
general availability.
n
T.Jg /,7, METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlied rooms
': )';_ with food2 and water offered ad /ibitum. Each animal wil! be assigned a numbered ear tag, which will
U E correspond to a card affixed to the outside of the cage. Prior to the application of the test article, the hair
& 3 will be c‘Iip_ped from the back anq flanks of each animaland ___ 2 test sites selected lateral
‘&Q 2 to the mtdhne of thg back a‘pproxlmately ten centlmeters apart. __l_ of the ' sites will be.abraded
@ ¥ by making four epidermal incisions, two perpendicular to the other two, while the other test site(s) will
e 4 remain intact. The test article (_C-S w2 ) will be applied to __/ _ abraded and _£
= <2 k. intact site(s) of each animal. The trunk of each animal will then be wrapped with impervious plastic q
I 33 sheeting which will occlude the test article during the 1 day exposure period One hour and 48 hours
X after removal of the test article, the intact and abraded test sites will be examined and scored separately
5 =2 for erythema and edema on a graded scale of 0 to 4P. The average irritation produced will be evaluated
jﬁ ‘;’ 325 by adding the mean scores for erythema and edema of the intact test sites one and 48 hours post re-
0 2 moval of the test article. Similarly, the mean scores for erythema and edema of the abraded test sites
K T will be added. These two values will be totaled and divided by four to obtain the mean primary irritation
% 4 2 2 index and then assigned a descriptive primary skin irritation rating as follows:
i N
<21 o & Mean Primary frritation Score Descriptive Rating
5 =WV ; 0 Non-irritating
! G- e 0.1-05 Minimally Irritating
: d 06-15 . Slightly Irritating ,
Qg T 1.6-3.0 Mildly Irritating :
N A 3.1-5.0 Moderately Irritating
M J 51-6.5 Severely Irritating
{‘2 U ¥ (';‘ 6.6-8.0 Extremely Irritating
?a é v < The rating for a test article may be increased if the reaction caused is beyond erythema and edema '
) F fe) U(:’ and are deemed to be of . ortance in the interpretation of the resulls. All raw data generated by the
” n study director and the final report will be stored in the Riker Laboratonies Archives, St Paul, Minnesota
T &K.‘X 2 Purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri :
o ?}'o.‘b' b Draize; Appraisal of the Safety of Chemicals in Food, Drugs and Cosmetics (1965)
N Published by the Editonal Comrittee of the Association of Food and Drug Officials of the United States
S P TS hrae ’
a s gy (o H) 22¢0 9 // 3/6s f
: Sponsor Date Study Director " Date H

Form 19171.8-A-PWO
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Appendix I (concluded) . .
63%9 Deviations and/or Amendments to Protocol ] 516

1. An additional six animals will be dosed with a 50% w/w solution

of 5-26741 in saline.

G. L. Harris 9/27/85
Study Director Date

2. _The test materijal was secured to the rabbit back with gauze during
_the study.

G. L. Harris 1/9/86
Study Director Date

3. _The sponsor did not date the protocol at the time of signature.
_This date should be 9/18/85 as it was signed by the sponsor and

X
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_study director on the same dav.

G. L. Harris 1/9/86

Study Director Date
4,

Study Director Date
50

Study Director Date
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APPENDIX 111 - A

Test and/or Control Article Characterization ®
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1. The identity strength, uniformity, composition, purity or other per- ‘3:::
tinent characterizations of the test and/or control substances have i ,:t
been determined and documented as of %£/(a /& ¢ . gt’é
1 t )
i
2. The method of synthesis or origin of the test and control suvhstances, t.:l
including their amount and the method of biocassay (if applicable) is P ®
documented. . < N
yes M no (aorapelicasle) 1
B
3. The stability of the test and/or control substances have been deter- ,'i
mined or will be determined as of . N "
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The above information and documentation are focated in the sponsor's re- cop Dy
cords. o
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Riker St. Paul Drug Clearance Certificate ' m B
(@ k' Original Ciearance [1 Re-Clearance :

Putpose

Reference Standard
ample Description

Pyridostigmine Bromide
Compoung/Lotl No Baich Size

Hoffman-LeRoche Lot #653035 200 gm RFA-110585

eference Standaro Lot

tevious Refetences

Test Resulits . [0 FullClearance [J Selected Tests

Assay: 99.19% (on the dried basis)
Loss on Drying: 0.51%

Identification:

Infrared Spectrum: Spectrum IR 1492 agrees with USP Reference Standard
Spectrum IR 1491.

‘&; Ultraviolet Spectrum: Spectrum UV 1565 agrees with USP Reference Standard
i!ﬁ Spectrum UV 1564.
Respective absorptivity 103.0% of USP Reference
Standard. .
Identification C: Responds to identification test.
Identification D: Responds to test for Bromide.
Melting Range: 154.2° - 155.0°

Residue on Ignjtion: O

Note Specilications or refergnce value in parenthesis
* Not forms! clearance specification

Comments

X

Reference USP XX1
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S82./d007 I T I
Description of Sampia (Write & compliete description of the sampis such as structural formula, compound and lot number, source, reaction schematic,
solubllity, mp, bp, mol. wt., #tc.)

'; Pvelbosrwm:uz Eeombi
threman - Labewe.  LT¥ LS 3ID3ST L

-

519 &

TET P ECX.

)
R

LR e LN M MR el e e iy
. .

Losw RP - lm 1‘/-7- ewsmzﬁ/m 35 77_4 I'}TI“

s ';' - . - - « ‘g ‘.. S
- s - N . . - ™ S [PLONENS ST AV
S "'_4" " k “ . ." ':-'l'.‘ Vta R \‘.:-l .. N -r:"\‘ e
. P : LY RN . : . AP
. -
[ 5 - s - - B
e, .e M
& - - - - - - o " > —
o . d
- \-.. L T - ° .
- v \= . Leg™t *. - Yo - .
. - - . PRV A, YRS u,.-_: -~ - (SR - — -

YT R
D

AnmnlAvullablc Sampls Dispesal WBY S el '.;_‘,'.g ) T

ﬁ._ Q_Eotum_ﬂblmm E:ga
ﬂgﬂ . ,
ID= A AR Speeta - Drss iﬁ-.'cl\..{

B W gt Risg 5 ,w.,J‘g\

C* ?\u\&%\ﬁmw_"b ?ass L o : :

®: —BTM!QL Qe T b Faeaipl LE s l.-.f?‘-7"_ff"i'.,
“\493“”‘\\%"'% Lxmi \S"l ‘\ﬂ &M\L 184 2 \gso -
LOD N‘\" m 2-0 % s ﬁdu.\i.n 9.5\ ol ;“"
|l RO R LS ""a.x Sk ENEE S
n 'M.,.-..‘.\;\\;;i“ﬁhh"tm % ' 5'&_36 £ »*«-5‘ i ‘Iq:} ;Q ;L 3
m?'— L‘A\* @09(9\1&‘-} Ltm‘\ !\& Nf‘ *!'LM- fﬁ t&g "3 " : "*.":‘ ;'T,t'.f_!-‘*'

T X N RS T

ol F e e

L]
vl
PAE]

A

Ll Slbimaes (T ?\95 s ST wapEe “"‘ )

8P Livit dets ‘mconchusing - Rasabrs dy ot jmanum*S BRI,
W “Action™ 300 7 .

)
-.n‘w »- LELE ~ - Lol oY ¥ ‘ % y
&f ?’ww Jg‘ 51- h,,'\_\r)‘xpx'\qf“ﬂ.( 'M'\~ o »x‘\)‘“ J\M‘, N x.\,._, ‘,;s- '\Vu « ﬂ-.,'\_(.\.‘\- \.f\ D '._\;\ ,ﬁ.’.: e o -..';. e 1*7"{

LS SO AL ASENA, S ol A AN LTAOAL I A N .'\..A.\-\- RO G NARARSATSA




14.
6<0

L0
@_&5‘ APPENDIX ]V

Y URAN ATEMENT
Acute Toxicology Laboratory Studies

Study No.: 0335 ER0+ /4

This short term study was audited by Compliance Audit and the

final report examined against the raw data on _ sa//3/85

The results of the audit were reported to the study director and to

management on 12/18 /35"

In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected

weekly on a recurring cyle, and the facilities are examined by

i
g

Compliance Audit on a three month schedule.
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Riker Experiment No.: 0385EB0414

3%

o

. @% REPORT ADDENDUM
‘ 621 4
A

1. To meet G.L.P. requirements, Appendix III -~ A and III - B are being added to b

the final report.

hi3¥
The original Appendix III is now changed to read Appendix III-C. '

G. L. Harris 2/7/86

2.

Study Director Date
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4.

study Director Date Q.g

5.

Study Director Date
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Pathology and Toxicology
Riker Laboratories, inc.

Building 270-35-05, 3M Center 822
St. Paul, Minnesota 55144-1000

Primary Skin Irritation Test

with 0.35% Docusate Sodium
(w/v solution in water and 5% glycerin)

in Albino Rabbits

Riker Experiment No: 0386EB0O576
Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
(!! Dates Conducted: October 14, 1986 to October 17, 1986
o oL 4L
Conducted By: e 49{ L ) o ///.Z,Z,P(,
G. L. Harris, B.S. ° Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: g;ZZZZZé22v~ /= =5

J.7L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicoloaist
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dc: J. L. Allen
R. T. Catherall
C. F. Chesney
M. W. Downing ;
= N. M. Marecki ;
B M. J. Westfall ,
Tech. Doc. Cntr.
Path/Tox Files
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Summary

The results of the primary skin irritation test conducted from
October 14, 1986 to October 17, 1986 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that 0.35% Docusate Sodium (w/v solution in water and 5%
glycerin) is non-irritating (0.0/8.0) to the skin of female albino rabbits.
Neither erythema nor edema were noted at any time during the study.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 0.35% Docusate Sodium (w/v solution in water and 5%
glycerin) to the skin of female albino rabbits. This study was conducted
for research and development purposes and is, therefore, not regulated by
the Food and Drug Administration’s Good Laboratory Practice Regulation of
1978, although the standard operating procedures of this laboratory adhere
to the general principles of this regulation. The raw data generated by the
Study Director and the final report are stored in the conducting

laberatory’s archives.
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@§§Q Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test article._ The rabbits were
individually housed- in stainiess steel cages, and food- and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

On the day of compound administration one of the two sites was abraded
by making four epidermal incisions, two perpendicular to the other two,
while the other test site remained intact. The test article (0.5 ml) was
applied to each of the test sites on each rabbit and immediately covered
with two-inch square gauze patches. The patches, which were placed
directiy over the test sites, were secured with gauze wrap. ghe trunk of
each animal was then wrapped with impervious plastic sheeting= which held
the patches in position during the one day exposure period.

(5: At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact and abraded test sites
were examined and scored separately for erythema and edema on a graded
scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. Similarly, the mean scores for
erythema and edema of the abraded test sites were added. These two values
were totaled and divided by four to obtain the mean primary irritation
index.

2 Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1978 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage. .

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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%@gﬁ The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely pciceptible 1

(Edges of area not defined)
Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4

]
oo

Maximum Primary Irritation Score

The following grading system was used to arrive at a descriptive
ﬁ primary skin irritation rating:

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 Slightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 - 5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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APPENDIX I Riker Experiment No: _0o005U570
PROTOCOL

Acute Primary Skin Irritation Test - 827

SPONSOR: 3M RiKee Division
CONDUCTED BY; Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota

TEST ARTICLE:

CONTROL ARTICLE: MNONE

PROPOSED STARTING/COMPLETION DATE OF TEST: \D JSL— — 1 lf’ L
TEST SYSTEM: New Zealand White Aibino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

OBJECTIVE:

METHOD:

it

L

To determine the primary initation potential of the test article to the skin of __<F_ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food2 and water offered ad libitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and test sites
selected lateral to the midline of the back approximately ten centimeters apart. ___/___ of the
__é sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article (.Q. S n{_) will be applied to

abraded and __/____intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hcur and 2 days after removal of the test article during the 1 day exposure
period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be
examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
test sites one hour and 2 days post removal of the test article. Similarly, the mean scores for
erythema and edema of the abraded test sites will be added. These two values will be totaled and
divided by four to obtain the mean primary irritation index and then assigned a descriptive primary
skin irritation rating as follows:

Mean Primary Irritation Score Descriptive Rating
0 Non-irritating

0.1-0.5 Minimally Irritating
06-15 Slightly Irritating
1.6-3.0 Midly irritating
3.1-50 Moderately lrritating
51-6.5 Severely Irritating
6.6-8.0 Extremely lIrritating

The rating for a test ariicle may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota. . .

4 Purma Rabt : Chow, Ralston Purina Co., St. Louis, Missouri

b praize. Apprasisal of the Safety of Chemicals in Foods, Drugs and-€osmetics (1965) —
Published by the Editorial Commuttee of the Association of Food and Drug Officials of the
States.
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APPENDIX 11

0, 3
Principal Participating Personnel Involved in the Study
Name Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. dart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology
» r. C. Pecore Supervisor
@. Animal Laboratory
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APPENDIX 111 . e

§§§§ Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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@ APPENDIX_ IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

i-; review,
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Pathology and Toxicology
Riker Laboratories, Inc.

Building 270-35-05, 3M Center 6il
St. Paul, Minnesota 55144-1000
Primary Skin Irritation Test
with 0.33% Sodium Lauryl Sulfate
(w/v solution in water and 5% glycerin)
in Albino Rabbits
Riker Experiment No: 0386EB0577
Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
Dates Conducted: October 14, 1986 to October 17, 1986
s o J ' /
Conducted By: ,/@M i 551‘5’29-4&’7 /(/7/5?:_’
" G. L. Harris, B.S. Dafe

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

) 1-11-C

J7 L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

Reviewed By:

PACT TR

g
g
! dc: J. L. Allen .
% R. T. Catherall
Q C. F. Chesney
] M. W. Downing
. N. M. Marecki
gé%@ M. J. Westfall
W Tech. Doc. Cntr.

Path/Tox Files
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? @ Summary

The results of the primary skin irritation test conducted from

14 October 14, 1986 to October 17, 1986 at Riker Laboratories, Inc., St. Paul,
W Minnesota indicate that 0.33% Sodium Lauryl Sulfate (w/v solution in water
5 and 5% glycerin) is non-irritating (0.0/8.0) to the skin of female albino
ﬁ rabbits. Neither erythema nor edema were noted at any time during the

2 study.

s

azf

: Introduction

§

7y The objective of this study was to determine the primary skin

o irritation potential of 0.33% Sodium Lauryl Sulfate (w/v solution in water
] and 5% glycerin) to the skin of female albino rabbits. This study was

kY conducted for research and development purposes and is, therefore, not

e regulated by the Food and Drug Administration’s Good Laboratory Practice

Regulation of 1978, although the standard operating procedures of this
laboratory adhere to the general principles of this regulation. The raw

A data generated by the Study Director and the final report are stored in the
conducting laboratory’s archives.
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8%33 Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test artic1e.C The rabbits were
individually housed* in stainless steel cages, and food- and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glq. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

On the day of compound administration one of the two sites was abraded
by making four epidermal incisions, two perpendicular to the other two,
while the other test site remained intact. The test article (0.5 ml) was
applied to each of the test sites on each rabbit and immediately covered
with two-inch square gauze patches. The patches, which were placed
directly over the test sites, were secured with gauze wrap. lhe trunk of
each animal was then wrapped with impervious plastic sheeting- which held
the patches in position during the one day exposure period.

‘ii? At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact and abraded test sites

were examined and scored separately for erythema and edema on a graded
scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. Similarly, the mean scores for
erythema and edema of the abraded test sites were added. These two values
were totaled and divided by four to obtain the mean primary irritation
index.

2 Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1978 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage. .

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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The scoring criteria for erythema and edema are shown bcliow.

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)

Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3

approximately 1 mm.

Area raised more than 1 mm. 4

Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
primary skin irritation rating:

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 STightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 -5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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APPENDIX 1 Riker Experiment No: 0386EB0577

. PROTOCOL
o 5.
T TEST: Acute Primary Skin Irritation Test ! e’ N
o PR% ' o
)’ SPONSOR: 3M NN Y Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota
TesT ARTICLE O 33 % Sopwn haueyl Guifess (‘yﬂv Soboti s wisn weTer § §% Clycr,
CONTROL ARTICLE: Nopneg

PROPOSED STARTING/COMPLETION DATE OF TEST: \o )%b - )Q,j gl

TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

OBJECTIVE: To determine the primary initation potential of the test article to the skin of _c"_ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad /ibitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and test sites
selected lateral to the midline of the back approximately ten centimeters apart. . £ of the

sites will be abraded by making four epidermal incisions two perpendicuiar to the other two,

while the other test site(s) will remain intact. The test article (_Q. 5 aS ) will be applied to
abraded and ___1____ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be

xamined and scored separately for erythema and edema on a graded scale of 0 to & . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
test sites one hour and 2 days post removal of the test article. Similarly, the mean scores for
erythema and edema of the abraded test sites will be added. These two values will be totaled and
divided by four to obtain the mean primary irritation index and then assngned a descriptive primary
skin irritation rating as follows:

S L T R S S L oo T P ST B P RNNE S ST e

Mean Primary lrritation Score Descriptive Rating
0 Non-irritating

0.1-05 Minimally Irritating
06-15 Slightly lrritating
1.6-3.0 Midly Irritating
3.1-50 Moderately Irritating
51-65 Severely Irritating
6.6-80 Extremely Irritating

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota. .

Purma Rabbit Chow, Ralston Purina Co., St. Louis, Missouri

b Draize: Apprasisal of the Safety of Chemncals in Foods, Drugs and Cosmetics (1965)
Published by the Editorial Commitiee of the Association of Food arrFm'g'thcnals of the United

~ States. 1
o .
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Sporisor i + Dale Study Durector Date
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@'}?B APPENDIX 11

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
(ii Animal Laboratory
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APPENDIX 111

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicabl? for inclusion in this study.
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APPENDIX 1V

Quality Assurance Statement

This study is not officially regulated by the Geod Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicoiogy Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

review.




¢ Pathology and Toxicology
Riker Laboratories, Inc.

Building 270-35-05. 3M Center .
St. Paul, Minnesota 55144-1000 ()4 0

Primary Skin Irritation Test

with 1% Potassium Laurate
(w/v solution in water and 5% glycerin)

in Albino Rabbits

Riker Experiment No: 0386EB0578

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

‘ii? Dates Conducted: October 14, 1986 to October 17, 1986
Conducted By: f/\ij" ‘;/ qé—\éb”«’bﬂc ///7/&7(.
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicily
Study Coordinator

Reviewed By: W“" 4//// 3

J7 L. Allen, Ph.D. * Date
Diplomate, A.B.T.
Research Toxicologist

dc: . Allen

. Catherall
. Chesney

. Downing
Marecki

. Westfall
@ Tech. Doc. Cntr
! Path/Tox Files
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@ Summary

The results of the primary skin irritation test conducted from
October 14, 1986 to October 17, 1986 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that 1% Potassium Laurate (w/v solution in water and 5%
glycerin) is non-irritating (0.0/8.0) to the skin of female albino rabbits.
Neither erythema nor edema were noted at any time during the study.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 1% Potassium Laurate (w/v solution in water and 5%
glycerin) to the skin of female albino rabbits. This study was conducted
for research and development purposes and is, therefore, not regulated by
the Food and Drug Administration’s Good Laboratory Practice Regulation of
1978, although the standard operating procedures of this laboratory adhere
to the general principles of this regulation. The raw data generated by
the Study Director and the final report are stored in the conducting
laboratory’s archives.
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Animals and Husbandry

&

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test artic]e.c The rabbits were
individually housed- in stainless steel cages, and food~ and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

On the day of compound administration one of the two sites was abraded
by making four epidermal incisions, two perpendicular to the other two,
while the other test site remained intact. The test article (0.5 ml) was
applied to each of the test sites on each rabbit and immediately covered
with two-inch square gauze patches. The patches, which were placed
directly over the test sites, were secured with gauze wrap. lhe trunk of
each animal was then wrapped with impervious plastic sheeting= which held
the patches in position during the one day exposure period.

(3? At the end of one day, the plastic wrappings, patches, and all
- residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact and abraded test sites

were examined and scored separately for erythema and edema on a graded
scale of 0 - 4.

The average irritation produced was evaluated by adding the mean

ﬁ& scores for erythema and edema of the intact test sites one hour and two

Wy days post removal of the test article. Similarly, the mean scores for

Q erythema and edema of the abraded test sites were added. These two values
\ were totaled and divided by four to obtain the mean primary irritation

& index.

'l'\'ﬂﬁ

qu g Hazleton Dutchland, Inc., Denver, PA

ﬂ% - Animals were housed in accordance with recommendations contained in DHEW
N\ Publication No. 78-23 (NIH): Revised 1978 "Guide For the Care and Use of

Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage. .

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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§g§§ The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score

b

Erythema Barely perceptible
(Edges of area not defined)
Pale red in color and area definable
Definite red in color and area well
defined.
Beet or crimson red in color

Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more 2
than 1 mm.
Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4

8

w r

— P

Maximum Primary Irritation Score =

The following grading system was used to arrive at a descriptive
6§i: primary skin irritation rating:

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 STightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 -5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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APPENDIX I Riker Experiment No: __Q386EB0578
PROTOCOL

= el

TEST: _Acute Primary Skin Irritation Test b 645

' SPONSOR: M Kiker ' Division (2
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, inc. St. Paul, Minnesota

TesT ARTICLE: L% Potassivm AavedTe (Wl Soivtios w wetea § S CuyCerin
CONTROL ARTICLE: No)E

L "-?"TF"{;"} T

L

YT

¢

PROPOSED STARTING/COMPLETION DATE OF TEST: 10 !( e — 13 }S 1 i
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex) ¥
SOURCE: Hazleton Dutchland, Inc., Denver, Pa.
3
OBJECTIVE: To determine the primary irritation potential of the test article to the skin of L animals. ,'é
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of ¥
handling and general availability. \,:

9
ol
METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad libitum. Each animal will be assigned a numbered ear tag, Z
which will correspond to a card affixed to the outside of cage. Prior to the application of the test ',0':

article, the hair will be clipped from the back and flanks of each animal and test sites ‘
selected lateral to the midline of the back approximately ten centimeters apart. __/  of the Ty
2~ ___sites will be abraded by making four epidermal incisions two perpendicular to the other two, 2
while the other test site(s) will remain intact. The test article (_Q. % m¥€ )will be appliedto __/ %,

abraded and __L intact site(s) on each animal and secured. The trunk of each animal will then be :’:f
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day ‘&ﬂ
exposure period. One hour and 2 days after removal of the test article during the 1 day exposurs | 3
period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be “;
examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average 18
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact i
test sites one hour and 2 days post removal of the test article. Similarly, the mean scores for ..
erythema and edema of the abraded test sites will be added. These two values wiil be totaled and 1

divided by four to obtain the mean primary irritation index and then assigned a descriptive primary
skin irritation rating as follows: .

Mean Primary Irritation Score Descriptive Rating
0 Non-irritating

0.1-05 Minimaily Irritating
06-15 Slightly lrritating
1.6-3.0 Midly Irritating
3.1-5.0 Moderately Irritating
51-6.5 . Severely Irritating
6.6-80 Extremely Irritating

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota. . .

2 purina Rabbit Chow, Ralston Purina Co., St. Louis, MIssouri

b Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Co eTlcs (1965)
Published by the Editorial Committee of the Association of Food and Prug Officials of the United !

States. . ) . ’«
mmm\l P)‘lva‘ukt_!:\' n Q, /d((;/ x,% /O /o/féf

Spotisor Date  Study Director — (R

Form19171<12.F PWO
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Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

#1300 G. C. Pecore Supervisor
_ Animal Laboratory
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APPENDIX IT11

6€E§ Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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@1 APPENDIX 1V

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
preparad by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, an;
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review,
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Pathology and Toxicology ~
w Riker Laboratories, Inc. 649
v

Building 270-35-05, 3\ Center COMPANY CONFIDENTIAL

St Paul, Minnesota 55144-1000

with 50% S-26741 + 0.33% Sodium Lgury] Sulfate
in a Microporous Membrane ~0.5cm™ Surface Area

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No: 0386EB0633

RV v 110 e AW o e N AR W oo P ot Koot Vs Nt et N ™ et Pisns? 5 2 W

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: October 28, 1986 to October 31, 1986
Conducted By: v///<fi;Zi»x \7/N§Zi”/¢eo /ﬂuﬂc, .
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: ;9461141£ZZ»-n H 244
J7L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

dc: L. Allen
T. Catherall
F. Chesney
W. Downing
M. Marecki
M. J. Westfall
Tech. Doc. Cntr
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Qﬁ; Summary

The results of the primary skin irritation test conducted from
October 28, 1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that 50% 5—26741 + 0.33% Sodium Lauryl Sulfate in a
Microporous Membrane ~0.5 c¢cm™ Surface Area is slightly irritating (0.9/8.0)
to the intact skin of female albino rabbits. Minimal erythema in 5/6
rabbits and slight to minimal edema in 2/6 rabbits were noted at the one
hour evaluation following a one day occluded contact period. Minimal
erythema and edema in 1/6 rabbits were noted at the final observation on
day two.

Introduction

The objective of this study was to determine the primary skin

irritation potential of 50% §-26741 + 0.33% Sodium Lauryl Sulfate in a
Microporous Membrane ~0.5 cm® Surface Area to the skin of female albino
rabbits. This study was conducted for research and development purposes
and is, therefore, not regulated by the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978, although the standard operating

- procedures of this laboratory adhere to the general principles of this

e%%ﬁ regulation. The raw data generated by the Study Director and the final

® report are stored in the conducting laboratory’s archives.
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Animals _and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaging properties of the test article._ The rabbits were
individually housed- in stainless steel cages, and food- and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room 1ighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

The test article (~0.5 cm2 surface area) was applied to one intact
test site on each rabbit and immediately covered with two-inch square geuze
patches. The patches, which were placed directly over the test sites, were
secured with gauze wrap. The trunk of each animal was then wrapped with
impervious plastic sheeting= which held the patches in position during the
one day exposure period.

At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with acetone. One hour and
two days after removal of the test article, the intact test site was
examined and scored separately for erythema and edema on a graded scale of
0-4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations cortained in DHEW
Publication No. 78-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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632 3.

The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)

Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3

approximately 1 mm.

Area raised more than 1 mm. 4

Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
primary skin irritation rating:

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 STightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 - 5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 -~ 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharesis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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Table 1
Primary Skin Irvitation Test - Albino Rabbits
with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a

Microporous Membrane ~0.5 cm2 Surface area

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2
Animal Number Er. Ed. Er. Ed.
6B1700 1 0 0 0
681703 0 0 0 0
6B1695 1 0 0 0
) 6B1698 1 2 0 0

ol

. 681701 1 ] 1 ]
6B1704 1 0 0 0
Mean 0.8 0.5 0.2 0.2
Subtotal 1.7

Rating: Slightly irritating
Primary Irritation Index: 0.9/8.0

Key: Er. = Erythema
Ed. = Edema
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| APPENDIX 1 Rixer Experiment No: _0386EB0633
J PROTOCOL

: TEST: _Acute Primary Skin lrritation Test R ,\ 654

i @ SPONSOR: 3M Rk Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboraturles, Inc. St. Paul, Minnesota 2or 326 -3°
TEST ARTICLE: 5D % S - 274l + . 337 <cvpm hwe S \Bic ia g Mo PRIV M prp e
CONTROL ARTICLE" Do e
PROPOSED STARTING/COMPLETION DATE OF TesT: ___'¢J§t — {[g ]

TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc.. Denver, Pa.

OBJECTIVE. To determine the primary irritation potential of the test article to the skin of & _ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food% and water offered ad libitum. Each animal will be assigned a numbered ear tag.
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and /___ test sites
selected lateral to the midline of the back approximately ten centimeters apart. A4 of the
75T sites will be abraded by making four epidermal incisions two perpendacular to the other two,
while the other test site(s) will remain intact. The test article (-S ¢n:™ ) will be applied to _C
abraded and ___[__ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be
examined and scored separately for erythema and edema on a graded scale of 0 to & . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
test sites one hour and 2 days post removal of the test article. Simitaty—the—meaT STOIES Yor

{ . These two values will be totaled and
divided by tal#to obtain the mean primary frritation index and then assngned a descriptive primary
sKin irritation rating as follows:

“,
$=Ad
ot

Mean Primary Irritation Score Descriptive Rating -
0 Non-irritating | k ;
0.1-05 Minimally Irritating i
06-15 Slightly Irritating S }
16-3.0 Midly Irritating Qv e ol -
3.1-50 Moderately lrritating i
5.1-6.5 Severely Irritating A T TR L
6.6-8.0 Extremely Irritating PATROLOST ¢ .t .

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota. )

NOTE . j’;:\rmcr %\"\'G C»r\).LJ ‘ais

3 purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri

b Draize: Apprasisal of the Safety of Chemlcals in Foods, Drugs and Cosmetics (1965)
Published by the Editorial Committee of the Association of Food and Drug Officials of the United

T States.
'M
l[\ﬂ}f i Q / A )ZQ/ 7. 0 /=
a AL t : / lo V& 224, 224
Sponsor Date Study Dir¥ctor Date

Form 19171 12 F PWO
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APPENDIX 11

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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APPENDIX JI11
65%& Composition Characteristics
ity

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.

‘a
*3
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ot APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Copliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

review.
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Pathology and Toxicology
Riker Laboratories, Inc. 658

Building 270-3S-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with 50% S-26741 + 0.35% Docusate Sodium in a

Primary Skin Irritation Test

Microporous Membrane ~0.5 cm2 Surface Area

in Albino Rabbits

Riker Experiment No: 0386EB0634

Conducted At: Pathology and Toxicology

Riker Laboratories, Inc.

Dates Conducted: October 28, 1986 to October 31, 1986

R : /
_,///<;J£¢V“ - ta s /0050

G. L. Harris, B.S. Date
Advanced Toxicologist °

Study Director and Acute Toxicity
Study Coordinator

AL =24~
JY L. Allen, Ph.D. Date
Diplomate, A.B.T.

Research Toxicologist

Conducted By:

Reviewed By:

. Allen
Catherall
Chesney

. Downing

. Marecki

. J. Westfall
Tech. Doc. Cntr.
Path/Tox Files
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Summary

The results of the primary skin irritation test conducted from
October 28, 1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that 50% 8226741 + 0.35% Docusate Sodium in a
Microporous Membrane (~0.5 cm™ Surface Area), is minimally irritating
(0.3/8.0) to the intact skin of female albino rabbits. Slight erythema and
edema in 1/6 rabbits were noted at the one hour evaluation following a one
day occluded contact period. No dermal irritation was noted at the final
observation on day two.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% 5-26741 + 0.35% Docusate Sodium in a
Microporous Membrane ~0.5 cm” Surface Area, to the skin of female albino
rabbits. This study was conducted for research and development purposes
and is, therefore, not regulated by the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978, although the standard operating
procedures of this laboratory adhere to the general principles of this
regulation. The raw data generated by the Study Director and the final
report are stored in the conducting laboratory’s archives.

)
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AR Animals and Husbandry s

1}" .').
Young New Zealand White Rabbits? were used in the evaluation of the »

primary skin irritaBing properties of the test article. The rabbits were bistn

i individually housed- in stainless steel cages, and focd- and water were )

' available ad libitum. A1l rabbits were individually identified with ear Qk

tags and considered to be in good health at study initiation. The rabbits g:i

were housed in a temperature and humidity controlled room. Room 1ighting Wy

was on a 12/12 hour light/dark cycle that was automatically timed.
Method and Results W

The test procedure was modeled after that of Draize et glg. One day

prior to the application of the test article, the hair was clipped from the RiA

back and flanks of each rabbit and two test sites selected lateral to the 'YE

midline of the back approximately ten centimeters apart. Ry,

The test article (~0.5 cm2 surface area) was applied to one intact M%

test site on each rabbit and immediately covered with two-inch square gauze RS

patches. The patches, which were placed directly over the test sites, were t&a

secured with gauze wrap. Tge trunk of each animal was then wrapped with »

impervious plastic sheeting- which held the patches in position during the 58

one day exposure period. ¢ég

) W

At the end of one day, the plastic wrappings, patches, and all ?%

residual test article were removed by washing with acetone. One hour and &%e

iit; two days after removal of the test article, the intact test site was
= examined and scored separately for erythema and edema on a graded scale of

0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

& Hazleton Dutchland, Inc., Denver, PA

- Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1985 "Guide For the Care and Use of

c Laboratory Animals.

© Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for

d additional roughage.

~ Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and

e Cosmetics (1965).

=10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL

o
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@§E§ The scoring criteria for erythema and edema are shown below. ;
Rt

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1 E
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)
Area definablie but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
Cij primary skin irritation rating:
®

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 Slightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 - 5,0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.

,i
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5 Table 1

Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.35% Docusate Sodium in a

2

Microporous Membrane ~0.5 ¢m™ Surface Area

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2

Animal Number Er. Ed. Er. Ed.
6B1669 0 0 0 0
6B1672 0 0 0 0
6B1675 2 2 0 0
6B1678 0 0 0 0

A

(.__w 6B1670 0 0 0 0
6B1673 0 0 0 0
Mean 0.3 0.3 0.0 0.0
‘Subtotal 0.6

Rating: Minimally irritating
Primary Irritation Index: 0.3/8.0

Key: Er. = Erythema
Ed. = Edema
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APPENDIX I
PROTOCOL

Riker Experiment No. 0386EB0634

563

TEST: _Acute Primary Skin rritation Test R ot SR FO

@;@ SPONSOR: 3M Wivig Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota
TEST ARTICLE: B0 -2 7uy v 8357 D ocoonic S i & Milec R, L5 MEM e-:mucT“"' 32 -4
CONTROL ARTICLE: Neng
PROPOSED STARTING/COMPLETION DATE OF TEST: elte = 194
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchiand, Inc., Denver, Pa.

OBJECTIVE. To determine the primary initation potential of the test article to the skin of L&  animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad iibitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and ___/__ test sites
selected lateral to the midline of the back approximately ten centimeters aparl. _£e~ = of the
757 sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article (< S cm:>_; will be appliedto._ QO
abraded and ___[__intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
period. One hour and 2 days after removal of the test article, the intact and abraded test s.tes will be
examined and scored separately for erythema and edema on a graded scale of 0 to &£ . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
test sites one hour and 2 days post removal of the test article. Simitary—the-mean-seores—for
-errthema-angd -edema-of-the-abrated TesST sites Will be added. These two values will be totaled and
divided by feur to obtain the mean primary irritation index and then assigned a descriptive primary
skin irritation rating as follows:

Mean Primary Irritation Score Descriptive Rating - e ma wamen -
0 Non-irritating b . .

0.1-05 Minimally Irritating |
06-15 Slightly Irritating |
1.6-3.0 Midly Irritating g ’
3.1-50 Moderately lrritating
5.1-65 Severely Irritating Voot
6.6-80 Extremely Irritating | -

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota.

pNeTw ! TeTacy  Side Cﬁ%

4 Purina Rabbit Chow, Ralston Purina Co., St. Louis, MIssouri
b Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)

3 Published by the Editorial Committee of the Association of Food and Drug Officiais of the United
» - States.
” g' g
. A U b o] 2 7. s T ARael sl f
\ Sansor Date  Study Director Date

Form 10171 1 F PWO
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Principal Participating Personnel Involved in the Study

Name

Function

. Harris, B.S.

. Hart

. Wiseth

. Eads

. Allen, Ph.D.

. Pecore

Advanced Toxicologist
Study Director

Master Laboratory Technician
Acute Toxicology

Sr. Laboratory Technician
Acute Toxicology

Jr. Laboratory Technician
Acute Toxicology

Research Toxicologist
Acute Toxicology

Supervisor
Animal Laboratory
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Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX 1V

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.
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Pathology and Toxicology ~
Riker Laboratories, Inc. ()87

Bulding 270-35-05, 3M Cent
SIL.l PéTJEIJ. Minnesota 55144-9?0%0 COMPANY CONFIDENTIAL

'?1}5
B
Primary Skin Irritation Test
with 50% S-26741 + 0.35% Docusate Sodium in a Gel
~0.5 cm2 Surface Area
in Albino Rabbits
Riker Experiment No: 0386EB0635
Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
- Dates Conducted: October 28, 1986 to October 31, 1986
Conducted By: ,/xéfzzji“*~ %;/22£#£</Q‘C% /6/ A
G. L. Harris, B.S. Date
Advanced Toxicologist -
Study Director and Acute Toxicity
Study Coordinator
Reviewed By: W’ /(2586 :
J.YL. Allen, Ph.D. Date ‘
Diplomate, A.B.T.
Research Toxicologist
dc: J. L. Allen s
R. T. Catherall i
C. F. Chesney
M. W. Downing 1
N. M. Marecki )
Ny M. J. Westfall i
@ Tech. Doc. Cntr.
Path/Tox Files
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@ Summary

The results of the primary skin irritation test conducted from
October 28, 1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,
MiEnesota indicate that 50% S-26741 + 0.35% Docusate Sodium in a Gel (~0.5

surface area), is slightly irritating (1.1/8.0) to the intact skin of
female albino rabbits. Minimal to slight erythema in 5/6 rabbits and
slight edema in 2/6 rabbits were noted at the one hour evaluation following
a one day occluded contact period. Minimal erythema in 1/6 rabbits was
noted at the final observaticn on day two. The pharmacotoxic signs
observed in 1/6 rabbits six hours after dose administration were diarrhea,
tremors and salivation.

Introduction

The objective of this study was to determine the primary skin
1r§1tation potential of 50% S-26741 + 0.35% Docusate Sodium in a Gel (~0.5
cm™ surface area), to the skin of female albino rabbits. This study was
conducted for research and development purposes and is, therefore, not
requlated by the Food and Drug Administration’s Good Laboratory Practice
Regulation of 1978, although the standard operating procedures of this

1 laboratory adhere to the general principles of this regulation. The raw
ﬁ‘? data generated by the Study Director and the final report are stored in the
conducting laboratory’s archives.
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@gg} Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin 1rr1taB1ng properties of the test article. c The rabbits were
individually housed- in stainless steel cages, and food- and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controiled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

Y T WY

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

! The test article (~0.5 cm2 surface area) was applied to one intact
test site on each rabbit and immediately covered with two-inch square gauze
patches. The patches, which were placed directly over the test sites, were
secured with gauze wrap. Tge trunk of each animal was then wrapped with

8 impervious plastic sheeting- which held the patches in position during the
d one day exposure period.
{

At the end of one day, the plastic wrappings, patches, and all
P residual test article were removed by washing with acetone. One hour and
é:; two days after removal of the test article, the intact test site was
examined and scored separately for erythema and edema on a graded scale of
0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

Hazleton Dutchland, Inc., Denver, PA
Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyeinylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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;5 @ The scoring criteria for erythema and edema are shown below.
uby
g Scoring Criteria for Skin Reactions
o
i . __
Ms Reaction Description Score
ﬁ&f Erythema Barely perceptible 1
i (Edges of area not defined)
w Pale red in color and area definable 2
K Definite red in color and area well 3
e defined.
hod Beet or crimson red in color 4
o Edema Barely perceptible 1
: (Edges of area not defined)
R Area definable but not raised more 2
Ve than 1 mm.
) Area well defined and raised 3
KN approximately 1 mm.
R Area raised more than 1 mm. A

2y
n
(0]

Maximum Primary Irritation Score

aiigh e
%l M 4
rub gt PP

The following grading system was used to arrive at a descriptive
primary skin irritation rating:

sl i

25 W E

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

"o " . »

g | K
A

25 N

X 0 Non-Irritating
: 0.1 - 0.5 Minimally Irritating

ky. 0.6 - 1.5 Stightly Irritating

A 1.6 - 3.0 Mildly Irritating

o 3.1 - 5.0 Moderately Irritating

R 5.1 - 6.5 Severely Irritating

f? 6.6 - 8.0 Extremely Irritating

\/

a? The rating for a test article may be increased if the reactions caused
’ are beyond simple erythema and edema, e.g. necrosis, escharosis,

<3 hemorrhage. The results are presented in Table 1. The protocol, principal

N personnel involved in the study, composition characteristics and Quality

&5 Assurance statement are contained in Appendices I - IV.
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Table 1

Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.35% Docusate Sodium in a Gel

~0.5 cm2 Surface Area

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2

Animal Number Er. Ed. Er. Ed.
6B1705* 1 0 0 0
6B1708 2 0 0 0
6B1711 1 2 0 0
6B1714 0 0 0 0
6B1706 2 2 1 0
6B1709 1 0 0 0
Mean 1.2 0.7 0.2 0.9
Subtotal 2.1

Rating: Slightly irritating
Primary Irritation Index: 1.1/8.0
Erythema

Edema
Diarrhea, tremors, salivation 4 hours post dose

Key: Er.
Ed.
*
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APPENDIX 1 0386EB0635

PROTOCOL

Riker Experiment No:

Acute Primary Skin Irritation Test

NON-CUF — e ‘ 872
R

TEST:
&) sponsoR: M
CONDUCTED BY:
TEST ARTICLE: S02: S-26741 v O 359 Decuoale Snum wy & Gl
CONTROL ARTICLE: pOME
PROPOSED STARTING/COMPLETION DATE OF TEST:
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

\Yere Division

Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota
sy 33~ i3 R

ol¢e  — VET

OBJECTIVE. To determine the primary initation potential of the test article to the skin of —{ _ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants. ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad libitum. Each arumal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and test sites
selected lateral to the midline of the back approximately ten centimeters apart. Aawe  of the
7est  sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article ( ) will be applied to _A'C
abraded and __/____ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure

o

NI ISTECED

s
1

*; period. One hour and 2 days after removal of the test article, the intact ard-abraded test sites will be
s g examined and scored separately for erythema and edema on a graded scale of 0 to & . The average
Q X irritation produced witl be evaluated by adding the mean scores for erythema and edema of the intact
- X test sites one hour and 2 days post removal of the test article. Simdardy—the-mean—scores—for
5 eymemaangl_sgema_of-the—abradedmunesuwnkbe—added. These two values will be totaled and
3 ‘f divided by few to obtain the mean primary irritation index and then assigned a descriptive primary
« X skin irritation rating as follows:
X
g ¥ Mean Primary Irritation Score Descriptive Rating ,—.--
L‘ H 0 Non-irritating i
) .. . . H
AN 0.1-05 Minimally Irritating \
k 06-15 Slightly lrritating ‘
\; ‘é 1.6-3.0 Midly Irritating i
WS 3.1-5.0 Moderately lrritating LN
? L,
\: ~ 51-65 Severely Irritating P ;_-____“__-..-—-——"""’j
“5 w 6.6-8.0 Exiremely Irritating
R
-. 9 The rating for a test article may be increased if the reaction caused is beyond erythema and edema
\\g and are deemed to be of importance in the interpretation of the results. All raw data generated by the
i n study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
) Minnesota.
Q
4 Purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri
b Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
gublished by the Editorial Committee of the Association of Food and Drug Officials of the United
tates.
: wo-lﬁﬁ- (}'(v -q&MC{LL J kfadfp. o 70/ 74(,
: Sponsor " "Date  Study Director Date
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APPENDIX 11

Principal Participating Personnel Involved in the Study

Name

Function

. Harris, B.S.

. Hart

. Wiseth

. Eads

. Alien, Ph.D.

. Pecore

Advanced Toxicologist
Study Director

Master Laboratory Technician
Acute Toxicology

Sr. Laboratory Technician
Acute Toxicology

Jr. Laboratory Technician
Acute Toxicology

Research Toxicologist
Acute Toxicology

Supervisor
Animal Laboratory
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APPENDIX II1 - -
PPENDIX 111 . 674

STl Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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Quality Assurance Statement -
:ﬁi.

N

This study is not officially regulated by the Good Laboratory ‘-

2

Practice Regulation of 1978, and therefore a statement signed and

prepared by the Compliance Audit department is not applicable. ,

The standard operating procedures of this laboratory does adhere

N Al

to the general principles of this regulation. The Compliance Audit -

o

department does inspect differenct significant phases for studies ;A

Rt

underway in the A-ute Toxicology Laboratory on a recurring cycle, and }:‘:

L
the facilities are examined on a three month schedule. In addition a é

]

select number of Research & Development studies are routinely picked ‘,'

0

at random from the Archives by the Compliance Audit department for Z‘Q

i} review.
i
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Pathology and Toxicology
Riker Laboratories, Inc.

Building 270-3S-05, 3M Center

St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a Gel

Primary Skin Irritation Test

~0.5 cm2 Surface Area

in Albino Rabbits

Riker Experiment No: 0386EB0636

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: October 18, 1986 to October 31, 1986
Lo 7 df

Conducted By: f e 7 (7/-7/’»'0 /f,é"léL

G. L. Harris, B.S. 7 Date

Advanced Toxicologist °
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: C/)M'Q’QQ"'- /(-25=8L

J.”L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

J. L. Allen

R. T. Catherall
C. F. Chesney
M. W. Downing
N. M. Marecki
M. J. Westfall

Tech. Doc. Cntr
Path/Tox Files
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The results of the primary skin irritation test conducted from
October 18, 1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,
MinnesoEa indicate that 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a Gel
~0.5 cm” Surface Area, is slightly irritating (0.8/8.0) to the skin of
female albino rabbits. Minimal erythema in 5/6 rabbits and slight edema in
1/6 rabbits were noted at the one hour evaluation following a one day
occluded contact period. Minimal erythema in 3/6 rabbits was noted at the
final observation on day two. The pharmacotoxic signs noted during this
study were tremors in 1/6 rabbits at two hours, and tremors and diarrhea in
1/6 rabbits at four hours post dose.

Introduction

The objective of this study was to determine the primary skin
irritatéon potential of 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a Gel
~0.5 cm® Surface Area, to the skin of female albino rabbits. This study
was conducted for research and development purposes and is, therefore, not
regulated by the Food and Drug Administration’s Good Laboratory Practice
Regulation of 1978, although the standard operating procedures of this
laboratory adhere to the general principles of this regulation. The raw
data generated by the Study Director and the final report are stored in the
conducting laboratory’s archives.
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g%%? Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test article._  The rabbits were
individually housed- in stainless steel cages, and food- and water were
available ad libitum. Al1 rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method anﬁ Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

The test article (~0.5 cm2 surface area) was applied to one intact
test site on each rabbit and immediately covered with two-inch square gauze
patches. The patches, which were placed directly over the test sites, were
secured with gauze wrap. The trunk of each animal was then wrapped with
impervious plastic sheeting= which heid the patches in position during the
one day exposure period.

At the end of one day, the plastic wrappings, patches, and all
KA residual test article were removed by washing with acetone. One hour and
(EL two days after removal of the test article, the intact test site was
examined and scored separately for erythema and edema on a graded scale of
0 - 4,

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

g Hazleton Dutchland, Inc., Denver, PA

- Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for

d additional roughage.

- Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and ;
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,

Wheeling, IL
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Q§§§ The scoring criteria for erythema and edema are shown below.
Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1

(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)
Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm. )

Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
cffx primary skin irritation rating:
(.

Mean Primary Irritation Score

(Range of Values) Descriptive Rating
Non-Irritating
Minimally Irritating
Slightly Irritating
Mildly Irritating
Moderately Irritating
Severely Irritating
Extremely Irritating

AN W OO
O it 1t OV O = O
']
oo W—O
ocwnmoowmw;

*

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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Table 1

Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a Gel

~0.5 cm2 Surface Area

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2

Animal Number Er. Ed. Er. Ed.
6B1676* 1 0 1 0
6B1679 1 0 1 0
6B1671 1 2 1 0
6B1674 1 0 0 0
681677 0 0 0 0
6B1680** 1 0 0 0
Mean 0.8 0.3 0.5 0.0
Subtotal 1.6

Rating: Slightly irritating
Primary Irritation Index: 0.8/8.0

Key: Er. = Erythema

: Ed. = Edema
* = Tremors 2 hours post dose
*k =

Tremors, diarrhea 4 hours post dose
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APPENDIX I oo evceriment No: _ 0386EBOG36
PROTOCOL

o G681 s

TEST: _ Acute Primary Skin lrritation Test TR

@ SPONSOR: 3M Rikee Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, inc. St. Paul, Minnesota
TEST ARTICLE: S0% S-2¢79) + 0339 <edunm boveg] T ifate 40 Q Ecf s bt Sac-l2 A4
CONTROL ARTICLE! MNONE
PROPOSED STARTING/COMPLETION DATE OF TEST: wlye — Is—7
TEST SYSTEM: New Zealar . White Albino Rabbits (of either sex)
SOURCE: Hazleton Dutchland. Inc., Denver, Pa.

OBJECTIVE. To determine the primary initation potential of the test article to the skin of _G; animals.
Rabbits were selected as the test system due to their historica! use, sensitivity to irritants, ease of
handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlied
rooms and food® and water offered ad /ibitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair wiil be clipped from the back and flanks of each animal and test sites
selected lateral to the midline of the back approximately ten centimeters apart. A ve  of the
Tas1 sites will be abraded by making four epidermal incisions twogerpendzcular to the other two,
while the other test site(s) will remain intact. The test article (LQ.S ca” ) will be applied to_&__
abraded and __/ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure

1’"\ period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be

— examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average
2 irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
Q test sites one hour and 2 days post remova| of the test arlicle. Simitery—the-moan—seores—or
S AC A and-adems o-abraded-ie wil-be-gdded. These two values will be totaled and
_;'3 d|V|ded by few‘{o obtam the mean pnmary irritation index and then assigned a descriptive primary
.- skin irritation rating as foliows:
VL  ppurmreraen A
Mean Primary Irritation Score Descriptive Rating FLE‘_ foo ]
}, 0 Non-irritating i
v 0.1-05 Minimally Irritating LI TR
fE 06-15 Slightly Irritating
2 1.6-30 Midiy lrritating oo
\ ‘\ 3.1-50 Moderately lrritating | PATHOLG 50 il ¥0NIGHCL
51-6.5 Severely Irritating
6.6-8.0 Extremely lrritating

The rating for a test articie may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota.

NeSTE

a Purma Rabbit Chow, Ralston Purina Co., St. Louis, Missouri

b Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
> Published by the Editonal Committee of the Association of Food and Drug Officials of the United
States.

% ﬁ {\ U q/ O«Jm,cu-c./ /0/27Z/L4a /d”*« jjz{zﬂ/]/-—\ /0/97/f(,

Sponsor Dale ‘Study Director Déte
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@g APPENDIX 11

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

. G. C. Pecore Supervisor
{iﬁ Animal Laboratory
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APPENDIX 111

Qﬁ%? Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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@i@ APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

f review.
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Pathology and Toxicology 6 55 a

Riker Laboratories, Inc. :

Buillding 270-35-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with 50% S-26741 + 0.35% Docusate Sodium in Solution with
Water and 5% Glycerin

1

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No: 0386EB0637

Conducted At: Pathology and Toxicology
Riker Laboratories, iInc.

Dates Conducted: October 28, 1986 to October 31, 1986
Conducted By: J4/K\_~Z{’““— :7/ §Z§k// Lo //,écz,ff‘r
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

777 .
Reviewed By: Qé([,é/éﬁ’—v\- /~2¢ L

JY L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

dc: J. L. Allen
R. T. Catherall
C. F. Chesney
M. W. Downing
N. M. Marecki
M. J. Westfail

Tech. Doc. Cntr.
Path/Tox Files
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@ Summary

656

The results of the primary skin irritation test conducted from

October 28,

1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,

Minnesota indicate that 50% S-26741 + 0.35% Docusate Sodium in Solution

with Water

and 5% Glycerin, is non-irritating (0.0/8.0) to the intact skin

of female albino rabbits. Neither erythema nor edema were noted at any
time during the study.

Introduction

The objective of this study was to determine the primary skin

irritation
with Water
This study
therefore,
Laboratory
procedures

regulation.

report are

&
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potential of 50% S-26741 + 0.35% Docusate Sodium in Solution
and 5% Glycerin, to the skin of female albino rabbits.
was conducted for research and development purposes and is,
not regulated by the Food and Drug Administration’s Good
Practice Regulation of 1978, although the standard operating
of this laboratory adhere to the general principles of this
The raw data generated by the Study Director and the final
stored in the conducting laboratory’s archives.
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Qgg? Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test article._  The rabbits were
individually housed- in stainless steel cages, and food- and water were
available ad libitum. ATl rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeied after that of Draize et glq. One day
prior tc the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midiine of the back approximately ten centimeters apart.

The test article (0.02 ml1) was applied to one intact test site on each
rabbit and immediately covered with two-inch square gauze patches. The
patches, which were placed directly over the test sites, were secured with
gauze wrap. The_trunk of each animal was then wrapped with impervious
plastic sheeting‘-E which held the patches in position during the one day
exposure period.

At the end of one day, the plastic wrappings, patches, and all
R residual test article were removed by washing with water. One hour and two
Cg; days after removal of the test article, the intact test site was examined
and scored separately for erythema and edema on a graded scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 78-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for :
additional roughage. s
Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc., .
Wheeling, IL i
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The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definablie 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)
Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
primary skin irritation rating:

Mean Primary Irritation Score
{Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 STightly Irritating
1.6 - 3.0 Mildly Irritating
3.1 - 5.0 foderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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Table 1

oy Primary Skin Irritation Test - Albino Rabbits

!

RS with 50% S-26741 + 0.35% Docusate Sodium in Solution with
' Water and 5% Glycerin

s

_g

(7
(! Irritation Scores for Intact

ul Skin Sites after Removal:

e 1 Hour Day 2
%5‘ Animal_Number Er. Ed. Er. Ed.
L
Qﬁ 681693 0 0 0 0
B )

_ 681696 0 0 0 0
7 681699 0 0 0 0
's J X

30 681702 0 0 0 0
e 681694 0 0 0 0
R 681697 0 0 0 0
.

»,

LG Mean 0.0 0.0 0.0 0.0
AR

i Subtotal 0.0

XD

fgf Rating: Non-irritating

‘§§3 Primary Irritation Index: 0.0 /8.0

: Key: Er. = Erythema

il Ed. = Edema
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APPENDIX 1 Riker Experiment No: 0500£80637
* PROTOCOL

TEST- _Acute Pnmary Skin lrmitation Test | RN _’ 680
s
‘@@ SPONSOR: 3M Rise Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota

TEST ARTICLE: S % £ 2674 + (1357 D c w AT e S bam, o8 SehoTui ) s arTe s §55 Edyceric
CONTROL ARTICLE- MO

PROPOSED STARTING/COMPLETION DATE OF TEST: ol — i/87

TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver. Pa.

OBJECTIVE. To determine the primary irtitation potential of the test article to the skin of L animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad /ibitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and ___/ __ test sites
selected lateral to the midline of the back approximately ten centimeters apart. A=vC _ of the
7SST”_ sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will rematn intact. The test article ( Q. & 3 w& ) will be applied to__L
abraded and ___/ __intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day

ﬁ:\ exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
v ¢ period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be
examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average

irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact

4)’\ test sntes one hour and 2 days post remova| of the test article. Simiarly—the—mean—sesres—for
? & -
Q

8 abrae agged. These two values will be totaled and
d:wded by G to obtam the mean pnmary nmtahon index and then assigned a descriptive primary
skin irritation rating as follows:

2L Mean Primary Irritation Score Descriptive Rating e e
\B 0 Non-irritating ' S
0.1-05 Minimally lrritating
06-15 Slightly Irritating 1 . ]
& 1.6-3.0 Midly Irritating b i}
e 3.1-5.0 Moderately lrritating .
Iz 51-6.5 Severely lrritating ? o
}j 6.6-8.0 Extremely lrritating, .. . ..o o =mme—
The rating for a test article may be increased if the reaction caused is beyond erythema and edema
- and are deemed to be of importance in the interpretation of the results. All raw data generated by the
L study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
U Minnesota.
A 2 Ppurina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri
b Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
g;;btlnshed by the Editorial Committee of the Association of Food and Drug Officials of the United
ales
D ,Qb(i_o Quuu.u ) 13/14/ \\-/e/"\-« %7 ié /0/37A’L
Spdnsor { Date Study Director Dale
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Principal Participating Personnel Involved in the Study

A T R e TR

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

p G. C. Pecore Supervisor
Cg? Animal Laboratory
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APPENDIX 111

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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@ APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

o
(_., .
= review,
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Pathol d Toxicol -
Riker Laboratories, inc. 694

St. Paul, Minnesota 55144-1000

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in Solution
with Water and 5% Glycerin

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No: 0386EB0638

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: October 28, 1986 to October 31, 1986
AN
Conducted By: f A . ? ,~7AA._; /’,éo./f(-.
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: C)%L&g,ﬁlé?afh, /-2 d4-¥

JYL. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

. Allen
Catherall
Chesney
Downing
Marecki

. Westfall
Tech. Doc. Cntr.
Path/Tox Files
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635 1.

g,g;y Summary

The results of the primary skin irritation test conducted from
Gctober 28, 1986 to October 31, 1986 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that 50% S-26741 + 0.33% Sodium Lauryl Sulfate in
Solution with Water and 5% Glycerin, is non-irritating (0.0/8.0) to the
intact skin of female albino rabbits. Neither erythema nor edema were
noted at any time during the study.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% S-26741 + 0.33% Sodium Lauryl Sulfate in
solution with Water and 5% Glycerin, to the skin of female albino rabbits.
This study was conducted for research and development purposes and is,
therefore, not regulated by the Food and Drug Administration’s Good £
Laboratory Practice Regulation of 1978, although the standard operating
procedures of this laboratory adhere to the general principles of this
regulation. The raw data generated by the Study Director and the final
report are stored in the conducting laboratory’s archives.
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Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaging properties of the test article._ The rabbits were
individually housed- in stainless steel cages, and food= and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glq. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

The test article (0.02 ml) was applied to one intact test site on each
rabbit and immediately covered with two-inch square gauze patches. The
patches, which were placed directly over the test sites, were secured with
gauze wrap. The _trunk of each animal was then wrapped with impervious
plastic sheeting= which held the patches in position during the one day
exposure period.

At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact test site was examined
and scored separately for erythema and edema on a graded scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test sites one hour and two
days post removal of the test article. These values were totaled and
divided by two to obtain the mean primary irritation index.

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Fublication No. 78-23 (NiH): Revised 1585 "Guiae foi ine Care and Use ©
Laboratory Animals.

Purina Lab Rabbit Chow and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,

Wheeling, IL
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Qggy The scoring criteria for erythema and edema are shown below.
Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1

(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)
Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3
approximately 1 mm.

Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The following grading system was used to arrive at a descriptive
(ii: primary skin irritation rating:
) Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 - 0.5 Minimally Irritating
0.6 - 1.5 STightlyv Irritating
1.6 - 3.0 Mildly ..ritating
3.1 -5.0 Moderately Irritating
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
Sad hemorrhage. The results are presented in Table 1. The protocol, principal
y personniel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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Table 1

Irritation Scores for Intact
Skin Sites after Removal:

Primary Skin Irritation Test - Albino Rabbits

with 50% S$-26741 + 0.33% Sodium Lauryl Sulfate in
Solution with Water and 5% Glycerin

Animal Number Er. Ed. Er.
681784 0 0 0
6B1787 0 0 0
6B1779 0 0 0
6B1782 0 0 0
6B1785 0 0 0
681721 0 0 0
Mean 0.0 0.0 0.0
Subtotal
Rating: Non-irritating
Primary Irritation Index: 0.0/8.0
Key: =
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APPENDIX [ Riker Experiment No: _0386EB0638
N PROTOCOL

5.
TEST: Acute Primary Skin lrritation Test Bone e 699

2 -
4/ SPONSOR: 3M K\(x& Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota

TEST ARTICLE: _SC G S=20, 74| + ©. 337 Suoow tivepl sealitt Jo Schoti > vortp culli g §S7 Clyeers
CONTROL ARTICLE: [ ST

PROPOSED STARTING/COMPLETION DATE OF TEST: 18]k = V8T

TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

OBJECTIVE: To determine the primary irritation potential of the test article to the skin of ___(“___ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad libitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card erfixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and test sites
selected lateral to the midline of the back approximately ten centimeters apart. A2%_ of the
TusT_ sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article (0.0 »L ) will be applied to
abraded and __/___ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
period. One hour and 2 days after removal of the test article, the intact and abraded test sites will be
examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
test sites one hour and 2 days post removal of the test article. Simitarly—the—mean—seeres—or
- . These two values will be totaled and
divided by felifo obtain the mean primary irritation index and then assigned a descriptive primary
skin irritation rating as follows: .

B

.,‘,,,-L,.v,,.,,,
IR

TuiadT S Onk

Mean Primary Irritation Score Descriptive Rating T e et
0 Non-irritating s
0.1-05 Minimally lrritating ;
06-15 Slightly Irritating (...
16-3.0 Midly Irritating
3.1-5.0 Moderately Irritating RS o
5.1-6.5 Severely Irritating Pl e m i e
6.6-8.0 Extremely Irritating

.
Y

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the results. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota. s

NST

A purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri
® Draize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
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Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

7 G. C. Pecore Supervisor
63 Animal Laboratory
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APPENDIX T11 AR

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compiiance Audit department is not applicable.

The standard operating procedures of this laboratory dves adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In additicn a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.

S

Uy
.
]
P
V
[
oy
i:
%"
Ao AT W
A ANARURL VY



fob

XFP,} Wy RY:'\ »1.,3!\ \'(‘“ !"\f\f M (:"). )(' Lo’y

R o T T (X

Pathology and Toxicology
Riker Laboratories, Inc. '7 0'3

Building 270-35:05, 3M Cent
St Paul, Minnesota 55144 1000 COMPANY CONFIDENTIAL

with 50% S-26741 + 0.35% Docusate Sodium + 0.125% N-decyl Methyl
Sulfoxide in Solution with Water and 5% Glycerin

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No: 0386EB0669

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: ' November 11, 1986 to November 14, 1986
/A;ff VA
an - Q/ / . ;
Conducted By: AN > e S e ).
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: | ﬂCQMNQﬂr &M) \Q’LO‘X(?

J. L. A]]en, .D. Date
Diplomate, A.B. T
Research Toxicologist

J. L. Allen

R. T. Catherall
C. F. Chesney
M. W. Downing
N. M. Marecki

M. J. Westfall
Tech. Doc. Cntr
Path/Tox Files (S-26741)
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Q@ Summary

The results of the primary skin irritation test conducted from
November 11, 1986 to November 14, 1986 at Riker Laboratories, Inc.,
St. Paul, Minnesota indicate that 50% S-26741 + 0.35% Docusate Sodium +
0.125% N-decyl Methyl Sulfoxide in Solution with Water and 5% Glycerin is
minimally irritating (0.1/8.0) to the intact skin of female albino rabbits.
Minimal erythema in 1/6 rabbits was noted at the one hour evaluation
following a one day occluded contact period. No dermal irritation was
noted at the final observation on day two. The pharmacotoxic signs noted
were tremors, diarrhea and salivation in 2/6 rabbits at 1 hour and tremors
and diarrhea in 1/6 rabbits at 4 hours. All rabbits appeared normal at the
6 hour observation.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% S-26741 + 0.35% Docusate Sodium + 0.125%
N-decyl Methyl Sulfoxide in Solution with Water and 5% Glycerin, to the
skin of female albino rabbits. This study was conducted for research and
development purposes and is, therefore, not regulated by the Food and Drug
Administration’s Good Laboratory Practice Regulation of 1978, although the
éﬁi& standard operating procedures of this laboratory adhere to the general
! principles of this regulation. The raw data generated by the Study
Director and the final report are stored in the conducting laboratory’s
archives.
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Animals_and Husbandry fﬁ
Young New Zealand White Rabbits? were used in the evaluation of the A
primary skin irritaBing properties of the test article._  The rabbits were '
individually housed- in stainless steel cages, and food- and water were "
available ad libitum. A1l rabbits were individually identified with ear ﬁ
tags and considered to be in good health at study initiation. The rabbits os;
were housed in a temperature and humidity controlled room. Room lighting pat
was on a 12/12 hour light/dark cycle that was automatically timed. gg
whi

24

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

LRSS

<

The test article (0.02 ml) was applied to one intact test site on each
rabbit and immediately covered with two-inch square gauze patches. The
patches, which were placed directly over the test sites, were secured with
gauze wrap. The _trunk of each animal was then wrapped with impervious
plastic sheeting= which held the patches in position during the one day
exposure period.

2 T TR

At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact test site was examined

EREG

and scored separately for erythema and edema on a graded scale of 0 - 4. ﬁg
J4

The average irritation produced was evaluated by adding the mean yé
scores for erythema and edema of the intact test site one hour and two days :ﬂg

post removal of the test article. These values were totaled and divided by
two to obtain the mean primary irritation index.

Ry

Ho B AT T
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Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of X
Laboratory Animals. W
Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL -
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3%38 The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score

oury

Erythema Barely perceptible
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
Edema Barely perceptible 1
(Edges of area not defined)
Area definable but not raised more 2
than 1 mm.
Area well defined and raised 3
approximately 1 mm.
Area raised more than 1 mm. 4
8

Maximum Primary Irritation Score =

The following grading system was used to arrive at a descriptive
(ﬁi: primary skin irritation rating:
®

Mean Primary Irritation Score
(Range of Values) Descriptive Rating

0 Non-Irritating
0.1 -0.5 Minimally Irritating b
0.6 - 1.5 STightly Irritating ,
1.6 - 3.0 Mildly Irritating ;
3.1 - 5.0 Moderately Irritating ‘
5.1 - 6.5 Severely Irritating
6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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L %é5 Table 1

& Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.35% Docusate Sodium + 0.125%

; N-decyl Methyl Sulfoxide in Solution with

R Water and 5% Glycerin

?.

oy

Tl Irritation Scores for Intact
‘ Skin Sites after Removal:

b 1 Hour Day 2

iﬁi Animal Number Er. Ed. Er. Ed.

L&

&

i 681836 ] 0 0 0

I

. 6B1839 0 0 0 0
2 6B1842 2 0 0 0 0

] 6B1845 0 0 0 0

SEREEEA

% Sfc, 681837 0 0 0 0

‘ 681840 2 2 0 0 0 0

b

- Mean 0.2 0.0 0.0 0.0
‘.;, .
‘ﬁ Subtotal 0.2

Rating: Minimally irritating

Primary Irritation Index: 0.1/8.0

i
$§ Key: Er. = Erythema

) Ed. = Edema

3'1 a tremors, diarrhea, salivation, 1 hour post dose
% < tremors, diarrhea, 4 hours post dose

‘ 1]

}W A1l animals normal by the 6 hour observation.
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APPENDIX I giker Experiment No: _0386EB0669
PROTOCOL

TEST: Acute Primary Skin lrritation Test . . ‘ ﬁ'?fﬂ

@‘ sPoNsOR: M R Kae Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota
TEST ARTICLE ;
(it watca S 7 Sk,
CONTROL ARTICLE:
PROPOSED STARTING/COMPLETION DATE OF TEST: /’//g(‘ et ‘2/57

TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

2 Sohutig

O T

OBJECTIVE: To determine the primary irritation potential of the test article to the skin of & animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food® and water offered ad libitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article. the hair will be clipped from the back and flanks of each animal and / test sites
selected lateral to the midline of the back approximately ten centimeters apart. Avves  of the
_T=sT sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article ( Q. O ng ) will be appliedto (D
abraded and __/___intact site(s) on each animal and secured. The trunk of each animal will then be

] wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
%’ exposure period. One hour and 2 days after removal of the test article during the 1 day exposure

period. One hour and 2 days after removal of the test article, the intact and-abragted test siteg will be :v,;
q examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average LHN
I { irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact et
2 test sites one hour and 2 days post removal of the test article. Simiar r DD
'S 4-6d o-abraded-test-sites—wilt-be—added. These twe values will be totaled and w»:)
divided by feur To obtain the mean primary irritation index and then assigned a descriptive primary “’ ;
skin irritation rating as follows: Q?‘ﬁ"
v/ Mean Primary lIrritation Score Descriptive Rating
-+ 0 e X
— on-irritating
YA 0.1-05 Minimally lrritating ' ﬁ
06-1.5 Slightly Irritating .*'
1.6-3.0 Midly lrritating 1 e
f’ 3.1-50 Moderately Irritating S
51-65 Severely Irritating{ g}‘
% 6.6-8.0 Extremely Irritatinb—- S o ;J:
, 5 The rating for a test article may be increased if the reaction caused is beyond erythema and edema x,&
= and are deemed to be of importance in the interpretation of the resuits. All raw data generated by the

study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota.

2. Purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri

W b Draize: Apprasisal of the Safety cf Chemicals in Foods, Drugs and Cosmetics (1965)
\D Published by the Editorial Committee of the Association of Food and Drug Officials of the United
States.
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Principal Participating Personnel Involved in the Study

(]

$
b
o |
3§‘ Name Function

RV G. L. Harris, B.S. Advanced Toxicologist
o Study Director

L G. E. Hart Master Laboratory Technician
Wi Acute Toxicology

o L. 0. Wiseth Sr. Laboratory Tecsnician
Acute Toxicology

§§ J. A. Eads Jr. Laboratory Technician
W Acute Toxicology

R J. L. Allen, Ph.D. Research Toxicologist
'W' Acute Toxicology

\
%k G. C. Pecore Supervisor
iﬁ X, Animal Laboratory
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Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.

L

ot A




711

APPENDIX TV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.
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Pathology and Toxicology
% Riker Laboratories, Inc.

Building 270-35-05, 3M Center

St, Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL

with 50% S-26741 + 0.5% Sodium Lauryl Sulfate in
Solution with Water and 5% Glycerin

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No:

Conducted At:

Dates Conducted:

Conducted By:

Reviewed By:

3
dc: J. L. Allen
R. T. Catherall
C. F. Chesney
M. W. Downing
N. M. Marecki ~
o M. J."Westfall .
S Tech. Doc. Cntr.

1‘ T T D

Path/Tox Files (S-26741)

e
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0386EB0670

Pathology and Toxicology
Riker.Laboratories, Inc.

November 11, 1986 to November 14, 1986

“ /“‘ ; )
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G. L. Harris, B.S. Date
Advanced Toxicologist .

Study Director and Acute Toxicity
Study Coordinator

OE(kderay E1TA) o3t

J. L. Allen, \RD.D. Date
Diplomate, A.B.T.
Research Toxicologist
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Summary

The results of the primary skin irritation test conducted from
November 11, 1986 to November 14, 1986 at Rikzr Laboratories, Inc.,

St. Paul, Minnesota indicate that 50% S-26741 + 0.5% Sodium Lauryl Sulfate

in Solution with Water and 5% Glycerin, is minimally irritating (0.1/8.0)
to the intact skin of female albino rabbits. Minimal erythema in 1/6
rabbits was noted at the one hour evaluation following a one day occluded
contact period. No dermal irritation was noted at the final observation
on day two. The pharmacotoxic signs noted during this study were tremors
and diarrhea. The onset of pharmacotoxic signs occurred from 1 - 4 hours
with all rabbits appearing normal by the 6 hour observation.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% S-26741 + 0.5% Sodium Lauryl Sulfate in

Solution with Water and 5% Glycerin, to the skin of female albino rabbits.

This study was conducted for research and development purposes and is,
therefore, not regulated by the Food and Drug Administration’s Good
Laboratory Practice Reguiation of 1978, although the standard operating
procedures of this laboratory adhere to the general principles of this
regulation. The raw data generated by the Study Director and the final
report are stored in the conducting Taboratory’s archives.

|
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R, 4 Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test article._ The rabbits were
individually housed- in stainless steel cages, and food= and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considered to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room 1lighting
was on a 12/12 hour Tight/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glq. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

The test article (0.02 ml) was applied to one intact test site on each
rabbit and immediately covered with two-inch square gauze patches. The
patches, which were placed directly over the test sites, were secured with
gauze wrap. Theetrunk of each animal was then wrapped with impervious
plastic sheeting= which held the patches in position during the one day
exposure period.

e At the end of one day, the plastic wrappings, patches, and all

® residual test article were removed by washing with water. One hour and two
y days after removal of the test article, the intact test site was examined
and scored separately for erythema and edema on a graded scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test site one hour and two days
post removal of the test article. These values were totaled and divided by
two to obtain the mean primary irritation index. .

2 Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals.

Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL

. 10
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§ ‘ @%
S IIRA The scoring criteria for erythema and edema are shown below.
ot Scoring Criteria for Skin Reactions
iﬁg
'i@ Reaction Description Score
)
Erythema Barely perceptible 1
§§ . (Edges of area not defined)
@Q Pale red in color and area definable 2
{ Definite red in color and area well 3
ey defined.
(ol Beet or crimson red in color 4
» Edema Barely perceptible 1
T (Edges of area not defined)
d Area definable but not raised more 2
ﬁf. than 1 mm.
g' Area well defined and raised 3
, approximately 1 mm.
) Area raised more than 1 mm. 4
i
{ Maximum Primary Irritation Score = 8
§$f oy The following grading system was used to arrive at a descriptive
7 (i; primary skin irritation rating:
e
'i Mean Primary Irritation Score
R (Range of Values) Descriptive Rating
‘* 0 Non-Irritating
4 0.1 - 0.5 Minimally Irritating
~ 0.6 - 1.5 Slightly Irritating
R 1.6 - 3.0 Mildly Irritating
&@ 3.1 - 5.0 Moderately Irritating
;{* 5.1 - 6.5 Severely Irritating
S* 6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
W are beyond simple erythema and edema, e.g. necrosis, escharosis,
hemorrhage. The results are presented in Table 1. The protocol, principal
personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.

{
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Table 1
Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.5% Sodium Lauryl Sulfate in
Solution with Water and 5% Glycerin

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2
Animai Number Er. Ed. Er. Ed.
681879 2 1 0 0 0
681882 0 0 0 0
681874 2 ¢ 0 0 0 0
681877 2 0 0 0 0
61880 2 9 0 0 0 0
61883 2 9 0 0 0 0
Mean 0.2 0.0 0.0 0.0
Subtotal 0.2 '

Rating: Minimally irritating
Primary Irritation Index: 0.1/8.0

Key: Er.
Ed.

Erythema
Edema

5 tremors, 1 hour post dose
tremors, diarrhea, 1 hour post dose
tremors, 4 hours post dose

- diarrhea, 4 hours post dose

A1l animals normal by the 6 hour observation.
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APPENDIX 1 Riker Experiment No: 0386EB0670
PROTOCOL

TEST Acute Primary Skin Irritation Test ’ g4

SPONSOR: 3M P Mere ' Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota

TEST ARTICLE: : : O S S N SChytund O LT AID
CONTROL ARTICLE: NIV
PROPOSED STARTING/COMPLETION DATE OF TEST- "/,./Lﬂ’r _ Q/g
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, Inc., Denver, Pa.

OBJECTIVE. To determine the primary irritation potential of the test article to the skin of ¢ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food?® and water offered ad /1bitum. Each animal will be assigned a numbered ear tag.
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and _ 7/ test sites
selected lateral to the midline of the back approximately ten centimeters apart. Mo of the
=T __sites will be abraded by making four epiderraal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article ( Q. O3 w& ) will be applied to _¢D
abraded and __|___ intact site(s) on each animal and secured. The trunk of each animal will then be
wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
exposure period. One hour and 2 days after removal of the test article during the 1 day exposure

”\ period. One hour and 2 days after removal of the test article, the intact ard-abreded test siteg will be

"Q" examined and scored sepafately for erythema and edema on a graded scale of 0 to £ . The average
irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact
G test sites one hour and 2 days post removal of the test article. SirrHerythe—mean_scores- for

errthemaand-edema of the-abraded 1est-sites-will-be -added. These twe values will be totaled and
divided by feut ‘{3 obtain the mean primary irritation index and then assngned a descriptive primary

ot ki ting as foll
= skin irritation rating as follows: ;\.
., A Mean Primary lrritation Score Descriptive Rating oo "~
0 Non-irritating !
0.1-05 Minimally lrritating .
‘, 0.6-15 Slightly Irritating {
g 16-3.0 Midly Irritating i /
P 3.1-5.0 Moderately Irritating 2" ...
. k2 5.1-65 Severely lrritating e
s 6.6-8.0 Extremely Irritating

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the resuits. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,

"‘L’ Minnesota.
ﬁ Purma Rabbit Chow, Ralston Purina Co., St. Louis, MlIssouri
b Draize. Apprasisat of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
Published by the Editorial Committee of the Association of Food and Drug Officials of the United
States.
/.\
\ «/ %//
[{\ (IZEA Q Ol a'”r : /// //u /\/"“& @274, // fe
‘Sponsor /Date  Study Director Date
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@ APPENDIX I1

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
63 Animal Laboratory
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@ Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX TV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.
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Pathology anda ioxicology

Riker Laboratories, Inc. : 721
! Building 270-35-05, 3M Center \

St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL
L)
Ly
e

with 50% S-26741 + 0.5% Sodium Myristyl Ether Sulfate in
Solution with Water and 5% Glycerin

Primary Skin Irritation Test

in Albino Rabbits

Riker Experiment No: 0386EB0671

Conducted At: Pathology and Toxicology .
Riker Laboratories, Inc. i

Yl
C.i Dates Conducted: November 11, 1986 to November 14, 1986

/CI/ S éé '

Conducted By: AR S S anas sa S
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: WM»\Q’L@IT‘%} 3340'849

J. L. Allen, ﬁﬁ“g. Date
Diplomate, A.B.T.
Research Toxicologist

dc: J. L. Allen
R. T. Catherall
C. F. Chesney
M. W. Downing )
N. M. Marecki . !

Mo J7 Westfadl
Tech. Doc. Cntr.
Path/Tox File (S-26741)
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Summary

The results of the primary skin irritation test conducted from
November 11, 1986 to November 14, 1986 at Riker Laboratories, Inc.,
St. Paul, Minnesota indicate that 50% S-26741 + 0.5% Sodium Myristyl Ether
Sulfate in Solution with Water and 5% Glycerin, is minimally irritating
(0.2/8.0) to the intact skin of female albino rabbits. Minimal erythema in
2/6 rabbits was noted at the one hour evaluation following a one day
occluded contact period. No dermal irritation was noted at the final
observation on day two. The pharmacotoxic signs noted during this study
were tremors, diarrhea and salivation which occurred from 1 - 2 hours after
dose administration. Al1 animals appeared normal by the 4 hour
observation.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% S-26741 + 0.5% Sodium Myristyl Ether Sulfate in
Solution with Water and 5% Glycerin, to the skin of female albino rabbits.
This study was conducted for research and development purposes and is,
therefore, not reguiated by the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978, although the standard operating
procedures of this laboratory adhere to the general principles of this
regulation. The raw data generated by the Study Director and the final
report are stored in the conducting laboratory’s archives.
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%§§§ Animals and Husbandry

R

Young New Zealand White Rabbits? were used in the evaluation of the

vg primary skin 1rritaBing properties of the test artic]e.c The rabbits were

Mh individually housed- in stainless steel cages, and food- and water were

hq available ad libitum. A1l rabbits were individually identified with ear

§k tags and considered to be in good health at study initiation. The rabbits

gk were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

%

Method and Results

Y

The test procedure was modeled after that of Draize et glg. One day

o)

ox: prior to the application of the test article, the hair was clipped from the
- back and flanks of each rabbit and two test sites selected lateral to the
XX midline of the back approximately ten centimeters apart.

4

gﬁ: The test article (0.02 m1) was applied to one intact test site on each
R rabbit and immediately covered with two-inch square gauze patches., The

e patches, which were placed directly over the test sites, were secured with
~ gauze wrap. The _trunk of each animal was then wrapped with impervious

5 plastic sheeting‘-2 which held the patches in position during the one day

x? exposure period.

g& At the end of one day, the plastic wrappings, patches, and all

o residual test article were removed by washing with water. One hour and two

days after removal of the test article, the intact test site was examined
and scored separately for erythema and edema on a graded scale of 0 - 4,

Z2 W

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test site one hour and two days

L NTY

£

s post removal of the test article. These values were totaled and divided by
A" two to obtain the mean primary irritation index.

o

%é

b;

,&3 2 Hazleton Dutchland, Inc., Denver, PA

[ = Animals were housed in accordance with recommendations contain J4 in DHEW
L Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
e ¢ Laboratory Animals.

e < Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes for

s 4 additional roughage. ,
?{, - Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and

ﬂg e Cosmetics (1965).

gm - 10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
b Wheeling, IL .
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@ The scoring criteria for erythema and edema are shown below. '
’ O
Scoring Criteria for Skin Reactions
W
Reaction Description Score %‘
2
Erythema Barely perceptible 1 :::ﬁ
(Edges of area not defined)
Pale red in color and area definable 2 N
Definite red in color and area well 3 20
defined. ’%
‘ Beet or crimson red in color 4 '
Edema Barely perceptible 1 0
(Edges of area not defined) ;
Area definable but not raised more 2 3
than 1 mm. :}q‘
Area well defined and raised 3 0{2
approximately 1 mm.
Area raised more than 1 mm. 4 oy
b
Maximum Primary Irritation Score = 8 Kg
.':
The following grading system was used to arrive at a descriptive '(
6& primary skin irritation rating: iy
[
- Mean Primary Irritation Score é
(Range of Values) Descriptive Rating :’-
0 Non-Irritating 5
0.1 - 0.5 Minimally Irritating N
0.6 - 1.5 Slightly Irritating e
1.6 - 3.0 Mildly Irritating ‘
3.1 -5.0 Moderately Irritating S
5.1 - 6.5 Severely Irritating e
6.6 - 8.0 Extremely Irritating N
The rating for a test article nay be increased if the reactions caused N
are beyond simple erythema and edema, e.g. necrosis, escharosis, -
hemorrnzge. The results are presented in Table 1. The protocol, principal R
personnel involved in the study, composition tharacteristics and Quality e
Assurance staterient are contained in Appendices I - IV. sﬁ
&
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@&\ Table 1

Primary Skin Irritation Test - Albino Rabbits

with 50% S-26741 + 0.5% Sodium Myristyl Ether Sulfate in
Solution with Water and 5% Glycerin

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2
Animal Number Er. Ed. Er. Ed.
681872 1 0 0 0
681875 2 ¢ 0 0 0 0
681878 2 ¢ 0 0 0 0
681881 2 ¢ 0 0 0 0
681873 2 9 0 0 0 0

ﬂ‘*n
'.uj
Ig]
[a—ry
o
o
o

681876

Mean 0.3 0.0 0.0 0.0
Subtotal 0.2/8.0

Rating: Minimally irritating

Primary Irritation Index: 0.2/8.0

Key: Er. = Erythema
Ed. = Edema

g tremors, diarrhea, 1 hour post dose

= tremors, diarrhea, salivation, 1 hour post dose
tremors, diarrhea, 2 hours post dose

= tremors, diarrhea, salivation, 2 hours post dose

A11 animals recovered (and appeared normal) by the 4 hour
observation.

A1 animals normal by the 6 hour observation.
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APPENDIX I
~ PROTOCOL

Riker Experiment No: 0386EB0671

TEST: Acute Primary Skin Irritation Test . - 725

@ SPONSOR: 3M Rler Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. $t. Paul, Minnesota
TEST ARTICLE: S
CONTROL ARTICLE" | SSIN
PROPOSED STARTING/COMPLETION DATE OF TEST: lilae -~ 3)5'7
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex)

SOURCE: Hazleton Dutchland, inc., Denver, Pa.

OBJECTIVE. To determine the primary initation potential of the test article to the skin of __(0_._ animals.
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of
handling and general availability.

METHOD. The animals will be housed in standard wire-mesh cages in temperature and humidity controlled
rooms and food2 and water offered ad /ibitum. Each animal will be assigned a numbered ear tag,
which will correspond to a card affixed to the outside of cage. Prior to the application of the test
article, the hair will be clipped from the back and flanks of each animal and _/ test sites
selected lateral to the midline of the back approximately ten centimeters apart. _A«v&  of the
TesT  sites will be abraded by making four epidermal incisions two perpendicular to the other two,
while the other test site(s) will remain intact. The test article (0. O3 ) will be applied to __&>
abraded and __|____ intact site(s) on each animal and secured. The trunk of each animal will then be

q wrapped with impervous plastic sheeting which will occlude the test article during the 1 day
[@* exposure period. One hour and 2 days after removal of the test article during the 1 day exposure
Q,,T period. One hour and 2 days after removal of the test article, the intact ard-abraded-test sitge will be

(') examined and scored separately for erythema and edema on a graded scale of 0 to £ . The average

irritation produced will be evaluated by adding the mean scores for erythema and edema of the intact

test sites one hour and 2 days post removal of the test article. Similarly the-mean—scores~for

W en;thema.and,gz}iema_ome_ab:aded_iesuues.wu.be.added These two values will be totaled and

T divided by foudr 10 obtain the mean primary irritation index and then assigned a descriptive primary
\} skin irritation rating as follows: :

Mean Primary lrritation Score Descriptive Rating .
L 0 Non-irritating
v 0.1-05 Minimally Irritating :
\- 06-15 Slightly irritating :
<2 1.6-3.0 Midly Irritating en {
- 3.1-5.0 Moderately lrritating e !
51-6.5 Severely lrritating -+ i
-- 6.6-8.0 Extremely lIrritating
J The rating for a test article may be increased if the reaction caused is beyond erythema and edema
'5 and are deemed to be of importance in the interpretation of the results. All raw data generated by the
2 study director and the final report will be stored in the Riker Laboratories’ Archive, St. Paul,
Minnesota.
2 Ppurina Rabbit Chow, Ralston Purina Co., St. Louis, Mlssouri
b Dpraize: Apprasisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)
Published by the Editonal Commuttee of the Association of Food and Drug Officials of the United
States. .
. ﬁ% s r’
R - P - 2 / 4
‘(\LLEJ’L(L\ (-)«La/uf{f«) “/(,- /Z' /a“ S/C/‘/F%\: /r/e /e
Sponsor * IDate  Study Director Date
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Principal Participating Personnel Involved in the Study

Name Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. Hart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology
G. C. Pecore Supervisor
ac: Animal Laboratory
[
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) APPENDIX 111

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.
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Primary Skin Irritation Test “:ﬁ

‘!‘h‘

with 50% S-26741 + 0.5% Sodium Octyl Sulfate in [

Solution with Water and 5% Glycerin '

in Albino Rabbits

§ o

¥
]
Riker Experiment No: 0386EB0672 2';';;
4
Conducted At: Pathology and Toxicology oy
Riker Laboratories, Inc. 1,3
&
o
ﬁ.‘ Dates Conducted: November 11, 1986 to November 14, 1986
Conducted By: /{J/ ‘/ir Ny D h
G. L. Harris, B.S. Date 1
Advanced Toxicologist E
Study Director and Acute Toxicity 208
Study Coordinator o
I‘q
0
/@Qoxw ) &
Reviewed By: O"/'- C&.’*M lxﬂo'gé 3
J. L. Allen,(Ph.D. Date 7
Diplomate, A.B.T. ¥
Research Toxicologist i“‘,
it
3
dc: J. L. Allen ' r‘c,
R. T. Catherall N
C. F. Chesney 1
M. W. Downing wd
N. M. Marecki . ;f_;-\:,
M U Westfall: N
ﬁ-{@ Tech. Doc. Cntr.
& Path/Tox Files (S-26741)
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@ Summary

The results of the primary skin irritation test conducted from
November 11, 1986 to November 14, 1986 at Riker Laboratories, Inc.,
St. Paul, Minnesota indicate that 50% S-26741 + 0.5% Sodium Octyl Sulfate
in Solution with Water and 5% Glycerin, is minimally irritating (0.2/8.0)
to the intact skin of female albino rabbits. Minimal erythema in 2/6
rabbits was noted at the one hour evaluation following a one day occluded
contact period. No dermal irritaiton was noted at the final observation on
day two. The pharmacotoxic signs noted during the study were tremors and
diarrhea which occurred from 1 - 4 hours after dose administration. All
animals appeared normal by the 6 hour observation.

Introduction

The objective of this study was to determine the primary skin
irritation potential of 50% S-26741 + 0.5% Sodium Octyl Sulfate in Solution
with Water and 5% Glycerin, to the skin of female albino rabbits. This
study was conducted for research and development purposes and is,
therefore, not regulated by the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978, although the standard operating

- procedures of this laboratory adhere to the general principles of this
éiﬁ? regulation. The raw data generated by the Study Director and the final
report are stored in the conducting laboratory’s archives.
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Animals and Husbandry

Young New Zealand White Rabbits? were used in the evaluation of the
primary skin irritaBing properties of the test article. _ The rabbits were
individually housed- in stainless steel cages, and food- and water were
available ad libitum. A1l rabbits were individually identified with ear
tags and considerasd to be in good health at study initiation. The rabbits
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

The test procedure was modeled after that of Draize et glg. One day
prior to the application of the test article, the hair was clipped from the
back and flanks of each rabbit and two test sites selected lateral to the
midline of the back approximately ten centimeters apart.

The test article (0.02 ml) was applied to one intact test site on each
rabbit and immediately covered with two-inch square gauze patches. The
patches, which were placed directly over the test sites, were secured with
gauze wrap. Theetrunk of each animal was then wrapped with impervious
plastic sheeting= which held the patches in position during the one day
exposure period.

At the end of one day, the plastic wrappings, patches, and all
residual test article were removed by washing with water. One hour and two
days after removal of the test article, the intact test site was examined
and scored separately for erythema and edema on a graded scale of 0 - 4.

The average irritation produced was evaluated by adding the mean
scores for erythema and edema of the intact test site one hour and two days
post removal of the test article. These values were totaled and divided by
two to obtain the mean primary irritation index.

2 Hazleton Dutchland, Inc., Denver, PA

< Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1935 "Guide For the Care and Use of
Laboratory Animals.

€ Purina Lab Rabbit Chow® and rabbits may be offered Alfalfa Cubes-for

d additional roughage.

° Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

€10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL .
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The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)

Pale red in color and area definable 2

Definite red in color and area well 3

defined.

Beet or crimson red in color 4
Edema Barely perceptible 1

(Edges of area not defined)

Area definable but not raised more 2

than 1 mm.

Area well defined and raised 3

approximately 1 mm.

Area raised more than 1 mm. 4
8

Maximum Primary Irritation Score =

The following grading system was used to arrive at a descriptive
primary skin irritation rating: .

Mean Primary Irritation Score
_‘ (Range of Values) Descriptive Rating

i 0 Non-Irritating

N 0.1 - 0.5 Minimally Irritating
(04 0.6 - 1.5 Stightly Irritating
Ty 1.6 - 3.0 Mildly Irritating

i 3.1 - 5.0 Moderately Irritating
; 5.1 - 6.5 Severely Irritating
O 6.6 - 8.0 Extremely Irritating

The rating for a test article may be increased if the reactions caused
] are beyond simple erythema and edema, e.g. necrosis, escharosis,
o) hemorrhage. The results are presented in Table 1. The protocel, principal
! personnel involved in the study, composition characteristics and Quality
Assurance statement are contained in Appendices I - IV.
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Table 1
Primary Skin Irritation Test - Albino Rabbits

50% S-26741 + 0.5% Sodium Octyl Sulfate in Solution
with Water and 5% Giycerin

Irritation Scores for Intact
Skin Sites after Removal:

1 Hour Day 2

Animal Number Er. Ed. Er. Ed.
681819 0 0 0 0
681822 € 1 0 0 0
681814 ¢ 0 0 0 0
681817 3 D € 0 0 0 0
681820 2 ° 1 0 0 0
681823 0 0 0 0
Mean 0.3 0.0 0.0 0.0
Subtotal 0.3

Rating: Minimally irritating
Primary Irritation Index: 0.2/8.0

Erythema
Edema

Key: Er.
Ed.

nou

tremors, 1 hour post dose

tremors, 2 hours post dose

tremors, 4 hours post dose

tremors, diarrhea, 2 hours post dose
tremors, diarrhea, 4 hours post dose

10O IO

A1l animals normal by the & hour observation.




AE_PMX__I Riker Experiment No: 0386EB0672 '
A PROTOCOL R
. o oJ
TEST- Acute Primary Skin Irritation Test &
@;" SPONSOR: 3M Riker 733 puision

CONDUCTED BY: Pathology and Toxicology Departnient, Riker Laboratories, Inc. St. Paul, Minnesota iy
TEST ARTICLE: 5% S-2¢74]+ .S % Sedumn Oy | Setfate 10 Seh oo ) o AM Lxte f T Gl;{u«"l L
e {
CONTROL ARTICLE- Ncw e o
. 3
PROPOSED STARTING/COMPLETION DATE OF TEST /! /c?\: - 2/ £7 ¢ :
TEST SYSTEM: New Zealand White Albino Rabbits (of either sex) ‘:
SOURCE: Hazleton Dutchland, inc., Denver, Pa. ":;
53,
OBJECTIVE. To determine the priman initation potential of the test article to the skin of é’ animale. 2:;
Rabbits were selected as the test system due to their historical use, sensitivity to irritants, ease of .
handling and general availability. -
¢
METHOD. The animals will be heused in standard wire-mesh cages in temperature and humidity controlled K

rooms and food?® and water offered ad libitum. Each animal will be assigned a numbered ear tag, K
which will correspond to a card affixed to the outside of cage. Prior to the application of the test 'g

article, the hair will be clipped from the back and flanks of each animal and _/ __test sites

selected lateral to the midline of the back approximately ten centimeters apart. _Ac~¢  of the i
T.sT sites will be abraded by making four epidermal incisions two perpendacular to the other two, q,::
while the other test site(s) will remain intact. The test article ( 2. 0.2 »£_) will be appliedto _¢J "y
abraded and ___| __intact site(s) on each animal and secured. The trunk of each animal will then be c::
wrapped witih impervous plastic sheeting which will occlude the test article during the 1 day ::;
¥, 7 ) exposure pericd. One hour and 2 days after removal of the test article during the 1 day exposure ’
L period. Or.e hour and 2 days after removal of the test article, the intact ard-abraded test sites will be 3
2 examined and scorad separately for erythema and edema on a graded scale of 0 to £ . The average ),
0 irsitation produced will be evaluated by adding the mean scores for erythema and edema of the intact ':}e

test sites one hour and 2 days post removal of the test article. Simitariy—the-mean—scores—tor :::
erythema and sma of_the -abraded test sites—will-be-added. These tvror values will be totaled and :

V.
"; divided by.fveun' o cbtain the mean primary irritation index and then assigned a descriptive primary ]
'(/, skin irritation rating as follows: ‘
Mean Primary irritation Score Descriptive Rating . : Z
L 0 Non-irritating “ ™
&J_ 0.1-05 Minimally Irritating :,f
F 0.6-15 Slightly Irritating ¢ %4
.2 16-3.0 Midly Irritating .
— 3.1-5.0 Moderately Irritating j
51-6.5 Severely Irritating e
6.6-8.0 ' Extremely Irritating

The rating for a test article may be increased if the reaction caused is beyond erythema and edema
and are deemed to be of importance in the interpretation of the resulis. All raw data generated by the
study director and the final report will be stored in the Riker Laboratories’ Archive. St. Paul,
Minnesota.

NOTE

Purma Rabbit Chow, Ralston Purina Co., St. Louis, MlIssouri
b Draize: Apprasisal of the Safety of Chemncals in Foods, Drugs and Cosmetics (1965)
gubhshed by the Editorial Committee of the Association of Food and Drug Officials of the United
tates
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APPENDIX 11

Principal Participating Personnel Involved in the Study

Name

Fenction

. Harris, B.S.

. Hart

. HWiseth

. Eads

. Allen, Ph.D.

. Pecore

Advanced Toxicologist
Study Director

Master Laboratory Technician
Acute Toxicology

Sr. Laboratory Technician
Acute Toxicology

Jr. Laboratory Technician
Acute Toxicology

Research Toxicologist
Acute Toxicology

Supervisor
Animal Laboratory

PO e e T




APPENDIX 11T

737

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a

select number of Research & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

review.
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Pathology and Toxicology ‘
Riker Laboratories, Inc. 739 ]

Building 270-35-05. 3M Center :k' :
St Paul. Minnesota 55144-1000 COMPANY CONFIDENTIAL ; "y

M o

Repeat Skin Irritation Test N

with Hydroxypropylmethylcellulose Gel Containing | f,;
50% S-26741, Lot FN4588

Wt
e
in Albino Guinea Pigs 2
Riker Experiment No: 0387EG0053 :‘:*

)
Conducted At: Pathology and Toxicology :‘gg':é
Riker Laboratories, Inc.

TLET
%.
® ez

-

R

Dates Conducted: March 4, 1987 to March 25, 1987 i&:’:::::}:
X

3«' .3,';?

N

Conducted By: Eﬂw /2 /,(‘,I87 Li
G. f. Hart Date )

Acdte Toxicity Study Coordinator dliged

Study Director *Qfﬁ

AR

o

i l.:o.

Reviewed By: -(-P7 '
J{/L. Allen, Ph.D. Date i

Diplomate, A.B.T. ‘Q&

Razsearch Toxicologist

dc: J.L5 Allendf
R.T. Catherall
M.W. Downing
N.M. Marecki
M.J. Westfall
Path Tox Files
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Summary

The results of the repeat skin irritation test conducted from March 4,
1987 to March 25, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota
indicate that Hydroxypropyimethylcellulose gel containing 50% S-26741, Lot
FN4588, is practically non-irritating to the skin of female albino guinea
pigs using a different naive test site for each of the nine applications.
Minimal erythema was noted at the 5th (1/10 guinea pigs) and 9th (2/10
guinea pigs) applications following a 24 hour occluded contact period.

Introduction

The objective of this study was to determine the repeat skin
irritation potential of Hydroxypropylmethylcellulose gel containing 50%
S-26741, Lot FN4588, to the skin of female albino guinea pigs. This study
was conducted in accordance with the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978. The raw data generated by the
Study Director and the final report are stored in the conducting
laboratory’s archives.

giHIH5HB8bﬁbﬁB&3ﬁb6bﬁ5ﬁbﬁ5hb%5h5ﬂ5Gb%b6D6bﬁ3ﬁb6Dn6h&ﬁbﬁbﬁ5hCﬁ&05ﬂ3d5Gbnbﬂé?&fbﬁbﬁéﬁéhbﬁbﬁbb&“";5{2 Qﬁéﬁ&ﬁ&ﬁéﬁéﬁ$5§§
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Animals and Husbandry

Young Hartley Albino Guinea Pigs§ were used in the evaluation of the
repeat skin irritating pEoperties of the test article. The guinea pigs
were individually housed- in stainless steel cages, and food= and water
were available ad libitum. A1l guinea pigs were individually identified
and considered to be in good health at study initiation. The guinea pigs
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

Prior to each of the nine appiications, the hair was clipped from a
naive test site on the trunk of each guinea pig.

The test article was applied 3 times per week for 3 weeks (Monday,
Wednesday, Friday) to the skin. The test article (0.1 ml) on a patch=, was
applied to each test site on each guinea pig. The patches were applied to
the trunk of eagh animal and then wrapped with gauze and secured with
e]ast;c bandage= which occluded the test article during the 24 hour contact
period.

At the end of the exposure period the wrappings and all residual test
article were removed manually. Twenty-four hours after removal of the test
article, the test sites were examined and scored separately for erythema
and edema on a graded scale of 0 - 4.

The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

) Reaction Description Score
éﬁ%k Erythema Barely perceptible 1
¢ (Edges of area not defined)
Pale red in color and area definable
Definite red in color and area well
defined. -
Beet or crimson red in color
Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more
than 1 mm.
Area well defined and raised
approximately 1 mm.
Area raised more than 1 mm.

— W

co &~ W N

Maximum Primary Irritation Score =

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance
statement are contained in Appendices I - IV.

2 Charles River Breeding Labs, Wilmington, MA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals."

Purina Lab Guinea Pig Chow, Ralston Purina, St. Louis, MO

Readi Bandage, Park Davis Co., Detroit, MI 48232

Elastoplast, Beiersdorf, Inc. South Norwalk, CT
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A ‘ Table 1 b
& 3
Repeat Skin Irritation Test - Albino Guinea Pigs :";

i

with Hydroxypropylmethylceliulose Gel :::{

Containing 50% S-26741, Lot FN4588 l.$

A

1 Hour :}::;

Irritation Scores for Intact ® .

Skin Sites after Removal: e

v

By

6::,:‘

B

Animal Dose 1 Dose 2 Dose 3 Dose 4 Dose 5 ?‘3&:
Number ER. ED. ER. ED ER. ED. ER. ED ER. ED ®

iI".'

76809 0 0 0 0 0 0 0 0 10 e
76815 0 0 0 0 0 0 0 0 0 0 W
76821 0 0 0 0 0 © 0 © 0 0 0
7G827 0 0 0 0 0 0 0 0 0 0 '3@'
7G833 0 0 0 0 0 0 0 0 0 0 °
7G810 0 0 0 0 0 0 0 0 0 0 ‘,
76816 0 0 6 0 0 0 0 0 0 0 e
76822 0 O 0 o0 0 0 0 O 0 o :«5
76828 0 0 0 0 0 o 0 0 0 0 o)

7G834 0 0 0 0 0 0 0 0 0 0

Animal Dose 6 Dose 7 Dose 8 Dose 9 s:.;:
Number ER. ED. ER. ED. ER. ED. ER. ED. '«
)

7G809 0] 0 0 0 0 0 1 0 2
7G815 0 0 0 0 0 0 0 0

7G821 0 0 0 0 0 0 0 0

7G827 0 0 0 0 0 0 0 0

7G833 0 0 0 0 V] 0 0 0

7G810 0 0 0 0 0 0 1 0

7G816 0 0 0 0 0 0 0 0

7G822 0 0 0 0 0 0 0 0

7G828 0 0 0 0 0 0 1 0

7G834 0 0 0 0 0 0 0 0

Key: ER. = Erythema

ED. = Edema
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' RIKER Experiment No.: __ 0387EG0053 ;ﬁ

APPENDIX 1 4

. PROTOCOL ' i
—_— A"]
@ TEST: Skin Irritation Test (Repeat Application) 743 |;:
SPONSOR: 3M RIKER Division F 3

4

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc., :&
St. Paul, Minnesota _ o

RyDaory P Pl amiimla ity ’-.\,‘\ Covtun e TOLh W PyROS e ™M :::
TEST ARTICLE: _Secwie T 9SS b
~ . !
CONTROL ARTICLE: None N

%
PROPOSED STARTING/COMPLETION DATE OF TEST: 2/87 - 6/87 §{
TEST SYSTEM: Female Hartley Albino Guinea Pigs li
i K
SOURCE: Hazleton-Dutchland, Denver, PA .
OBJECTIVE: To assess the irritation potential of the test article to the skin of ;g

guinea pigs after repeat contact. Guinea pigs were selected as the X
test system due to their historical use, sensitivity to irritants, and e
so that a direct comparison of irritation can be made available for ’§
guinea pig skin sensitization studies that will be conducted .
concurrently. ’%
dgi; METHOD: The animals will be housed in standardawire-mesh cages in temperature if
and humidity controlled rooms with food® and water offered ad 1ibitum. NS

Each animal will be assigned a numbered ear tag, which will correspond !
to a card affixed to the outside of the cage. Ef
Test article adm1n18tration will consist of nine topical applications Fi
' of the test article- at three applications per week (Monday, Wednesday ;

and Friday) at a naive test site for each of the nine applications. %
Each test site will be clipped free of hair prior to the application ;%f
procedure. The test article will be placed on each animal and firmly x
secured. The test article will be left in place for approximately 24 :g
hours, after which all rgs1dua1 test material will be removed. Each '

animal will be evaluated- for signs of skin irritation approximately "
24 hours after removal of the test article for each of the nine o

exposures. The daily scores for erythema and edema will be meaned and S
assessed for potential cumulative irritation. N

' g Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri i
; ¢ The test article dose will be 0.1 ml for each application. 0

.

Drajze: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
(1965)

Cod
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i 9}25““ n
& Vhawawo//{pc/ 2/272/ 8‘7% / 114 /9/87
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Riker Experiment No. _ 0387EG0053

Appendix I (concluded)
Deviations and/or Amendments to Protocol

1. The source of animals used in this study is Charles River Breeding

Labs, Wilmington, MA

Reason for change: incorrect source typed on original protocol.

Gene L. Harris 3/2/87
Study Director Date

2. Ten animals were used for this study.

Reason for change: animal number was omitted from the original

protocol.

Gene L. Harris 3/11/87
Study Director Date

3. The completion date will be extended to 12/87 due to_delays in report

preparation.

Jerry Hart 12/16/87
Study Director Date

4. The erythema and edema will not be meaned.

Reason for change: Not reguired to interpret test.

Jerry Hart 12/17/87
Study Director Date
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Principal Participating Personnel Involved in the Study

Name

Function

G. E. Hart

L. 0. Wiseth

J. L. Allen, Ph.D.

J. A. Eads

K. A. Moore

G. C. Pecore

Master Laboratory Technician
Study Director

Sr. Laboratory Technician
Acute Toxicology

Research Toxicologist
Acute Toxicology

Junior Laboratory Technician
Acute Toxicology

Junior Laboratory Technician
Acute Toxicology

Supervisor
Animal Laboratory
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APPENDIX I

GRS
% Test and/or Control Article Characterization

for

H"DQOXYP"““’NL mMadhylo wilutaeg gel ch'\x\m;oh So7: wie ?19“""3*‘5"’";’5 Brermio, {
(F o usge)
1. The identity strength, uniformity, composition, purity or other pertinent

characterizations of the test and/or substances have been determined
and documented as of _ R Fad Jylre —2/22/82

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented.
X Yes O No ot 6 1 223/87
—t

l 3. The stability of the test and/or control substances have-been-determined
of will be determined as-efT_[K=  «nd of O .Sdedy .

Ar/;,u;(u“/z: b (2720 (87)
The above information and documentation are located in the sponsor’s records.
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APPENDIX 1V

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies
Study No.: O3B7EGODS3

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Recem ber /8, 1997 .

The results of the audit were reported to the study director and to

management on Vecember 18,498]

In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected

on a recurring cycle, and the facilities are examined by Compliance

Audit on a yearly schedule.

<E2‘/(A .LA/L40L4ZOL< ,}“

Compliance Audit

/12-18—8
Date
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Pathol and Toxicology
Riker l?aggoratories, Inc. 748

Bullding 270-35-05. 3M Center

St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL

Repeat Skin Irritation Test
with Hydroxypropylmethylcellulose Gel Containing
30% S-26741 + 0.21% Docusate Sodium, Lot FN4589

in Albino Guinea Pigs

Riker Experiment No: 0387EG0056

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 4, 1987 to March 25, 1987
Conducted By: G m /7-/'7 /(7
G. E. Hart Date

Acute Toxicity Study Coardinator
Study Director

Reviewed By: g % [R~/2=-87

J¢L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

W. Downing
.M. Marecki
J. Westfall
ath Tox Files
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Sunimary

The results of the repeat skin irritation test conducted from March 4,
1987 to March 25, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota
indicate that Hydroxypropylmethylcellulose gel containing 30% S-26741 and
0.21% docusate sodium, Lot FN4589, is practically non-irritating to the
skin of female albinc guinea pigs using a different naive test site for
each of the nine applications. Minimal erythema was noted at the 6th (1/10
guinea pigs), 8th (1/10 guinea pigs), and 9th (2/10 guinea pigs)
applications following a 24 hour occluded contact period.

taxd

Introduction

The objective of this study was to determine the repeat skin
irritation potential of Hydroxypropylmethylcellulose gel containing 30%
S$-26741 and 0.21% docusate sodium, Lot FN4589, to the skin of female albino
guinea pigs. This study was conducted in accordance with the Food and Drug
Administration’s Good Laboratory Practice Regulation of 1978. The raw data
generated by the Study Director and the final report are stored in the
conducting laboratory’s archives.
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Animals and Husbandry 2

Young Hartley Albino Guinea Pigs® were used in the evaluation of the
repeat skin irritating pgoperties of the test article. The gufnea pigs
were individually housed- in stainless steel cages, and food- and water
were available ad libitum. A1l guinea pigs were individually identified
and considered to be in good health at study initiation. The guinea pigs
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

Prior to each of the nine applications, the hair was clipped from a
naive test site on the trunk of each guinea pig.

The test article was applied 3 times per week for 3 weeks (Monday,
Wednesday, Friday) to the skin. The test article (0.1 ml1) on a patch, was
applied to each test site on each guinea pig. The patches were applied to
the trunk of eagh animal and then wrapped with gauze and secured with
elastic bandage- which occluded the test article during the 24 hour contact
period.

At the end of the exposure period the wrappings and all residual test
article were removed manually. Twenty-four hours after removal of the test
article, the test sites were examined and scored separately for erythema
and edema on a graded scale of 0 - 4.

The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
. Beet or crimson red in color 4
Edema Barely perceptible 1
(Edges of area not defined)
Area definable but not raised more 2
than 1 mm.
Area well defined and raised 3
approximately 1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance
statement are contained in Appendices I - IV.

2 Charles River Breeding Labs, Wilmington, MA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals."

Purina Lab Guinea Pig Chow, Ralston Purina, St. Louis, MO

Readi Bandage, Park Davis Co., Detroit, MI 48232 ]
Elastoplast, Beiersdorf, Inc. South Norwalk, CT !
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Table 1
Repeat Skin Irritation Test - Albino Guinea Pigs
with Hydroxypropylmethylcellulose Gel
Containing 30% S-26741 and 0.21% Docusate Sodium, Lot FN4589
1 Hour
Irritation Scores for Intact
Skin Sites after Removal:

Animal Dose 1 Dose 2 Dose 3 Dose 4 Dose 5

Number ER. ED. ER. ED ER. ED ER. ED ER. ED

7G811 0 0 0 0 0 0 0 0 0 0

76817 0 0 0 0 0 0 0 0 0 0

76823 0 0 0 0 0 0 0 0 0 0

7G829 0 0 0 0 0 0 0 0 0 0

7G835 0 0 0 0 0 0 0 0 0 0

7G812 0 0 0 0 0 0 0 0 0 0

7G818 0 0 0 0 0 0 0 0 0 0

7G824 0 0 0 0 0 0 0 0 0 0

7G830 0 0 0 0 0 0 0 0 0 0
. 7G836 0 0 0 0 0 0 0 0 0 0

Animal Dose 6 Dose 7 Dose 8 Dose 9

Number ER. ED. ER. ED. ER. ED. ER. ED.

7G811 0 0 0 0 0 0 1 0

7G817 0 0 0 0 0 0 0 0

76823 0 0 0 0 0 0 0 0

7G829 0 0 0 0 0 0 0 0

7G835 0 0 0 0 0 0 0 0

7G812 0 0 0 0 1 0 1 0

7G818 0 0 0 0 0 0 0 0

7G824 1 0 0 0 0 0 0 0

7G830 0 0 0 0 0 0 0 0

7G836 0 0 0 0 0 0 0 0

Key: ER. = Erythema

ED. = Edema
h
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' RIKER Experiment No.: _0387EG0056
APPENDIX 1 q,
PROTOCOL
TEST: Skin Irritation Test (Repeat Application) '7§5;:
SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota

o st nrn Lo P IRDCA G i BRemide
RyDac oy prepsl mdiyloationcs, G0 Geomdusas 365 T R

TEST ARTICLE: AT Ceante Decuonady SC™em y hex ¥ USEG
CONTROL ARTICLE: None
PROPOSED STARTING/COMPLETION DATE OF TEST: 2/87 - 6/87

TEST SYSTEM: Female Hartley Albino Guinea Pigs
SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
. guinea pigs after repeat contact. Guinea pigs were selected as the
test system due to their historical use, sensitivity to irritants, and
so that a direct comparison of irritation can be made available for

guinea pig skin sensitization studies that will be conducted
concurrently.

METHOD: The animals will be housed in standardiyire-mesh cages in temperature
and humidity controlled rooms with food= and water offered ad 1ibitum.
Each animal will be assigned a numbered ear tag, which will correspond
to a card affixed to the outside of the cage.

Test article adminietration will consist of nine topical applications
of the test article- at three applications per week (Monday, Wednesday
and Friday) at a naive test site for each of the nine applications.
Each test site will be clipped free of hair prior to the application
procedure. The test article will be placed on each animal and firmly
secured. The test article will be left in place for approximately 24
hours, after which all residual test material will be removed. Each
animal will be evaluated= for signs of skin irritation .approximately
24 hours after removal of the test article for each of the nine
exposures. The daily scores for erythema and edema will be meaned and
assessed for potential cumulative irritation.

Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri
The test article dose will be 0.1 ml1 for each application.

Draizg: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
(1965

& ) | N
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Sponsor ate Study Director Date
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Riker Experiment No. _0387EG0056

Appendix I {concluded)
Deviations and/or Amendments to Protocol

1. The source of animals used in this study is Charles River Breeding

Labs, Wilmington, MA

Reason for change: incorrect source typed on original protocol.

Gene L. Harris 3/2/87
Study Director Date

2. Ten animals were used for this study.

Reason for change: omitted from the original protocol.

Gene L. Harris 3/11/87
Study Director Date

3. The completion date will be extended to 12/87 due to report

preparation delays.

Jerry Hart 12/16/87
Study Director Date

4. The erythema and edema score will not be meaned.

Reason for change: Not required to interpret test results.

Jerry Hart 12/17/87
Study Director Date
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APPENDIX 11

Principal Participating Personnel Involved in the Study

Name Function

G. E. Hart : Master Laboratory Technician
Study Director

L. 0. Wiseth , Sr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

J. A. Eads Junior Laboratory Technician
Acute Toxicology

K. A. Moore Junijor Laboratory Technician
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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APPENDIX 111 7.
Test and/or Control Article Characterization
for
L o C \oSe ket nse 30 ;hosh_sm'us Brom

Ano DN Dacosate %mh'\omj (\-‘n QS%C}\

1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _£FA 1420] ~— /22 /53

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is
documented. FoUS8Y

X ves O No Muﬁ]‘ﬁ. r/27/8)

2
3. The stability of the test and/or control substances have-been-determined
~or will be determined a'.ﬁef & end of G fwd 4

Ad ST 2153/

The above information and documentation are located in the sponsor's records.

&

Sponssror Sponsor Reproscqmive Date
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PPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: O287€E6005L

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Ueeember 17,1987 .

The results of the audit were reported to the study director and to
management on ‘December 17,2487

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected

on a recurring cycle, and the facilities are examined by Compliance
yearly o 1-11-8]
Audit on a three—menth schedule.

(DD(A (/(A.,m,&dq. )0

Compliance Audit

2-17~ 87
Date )
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Pathol':)gy and 1_'oxiclology

Riker Laboratories, Inc. 757
Building 270-35-05. 3M Center

St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL

Repeat Skin Irritation Test
with Hydroxypropylmethylcellulose Gel Containing
30% S-26741 + 0.198% Sodium Lauryl Sulfate, Lot FN4590

in Albino Guinea Pigs

Riker Experiment No: 0387EG00SY

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 4, 1987 to March 25, 1987

Conducted By:

. Hart Date
e Toxicity Study Coordinator
Study Director

Reviewed By: | 2—~1?2 7
JY L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

de:  JFLAiTen ?

R

M.W. Downing
N.M. Marecki
M.J. Westfall
Path Tox Files
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2?3' Summary :
The results of the repeat skin irritation test conducted from March 4, :y{

1987 to March 25, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota vty

indicate that Hydroxypropylmethylcellulose gel containing 30% S-26741 and 'b?

0.198% sodium lauryl sulfate, Lot FN4590, is practically non-irritating to ég

the skin of female albino guinea pigs using a different naive test site for f '

each of the nine applications. Minimal erythema was noted at the 8th (3/10 o

guinea pigs), and 9th (2/10 guinea pigs) applications following a 24 hour G0

occluded contact period. é&%

{ 3

28

o

b

Introduction ff%

{ .‘E

The objective of this study was to determine the repeat skin hﬁs

irritation potential of Hydroxypropylmethylcellulose gel containing 30% &k{

S-26741 and 0.198% sodium lauryl sulfate, Lot FN4590, to the skin of female o

albino guinea pigs. This study was conducted in accordance with the Food &

and Drug Administration’s Good Laboratory Practice Regulation of 1978. The bt

raw data generated by the Study Director and the final report are stored in ,sw

the conducting laboratory’s archives. e
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Animals and Husbandr a

Young Hartley Albino Guinea Pigs- were used in the evaluation of the
repeat skin irritating psoperties of the test article. The guinea pigs
were individually housed= in stainless steel cages, and food- and water
were available ad 1ibitum. All guinea pigs were individually identified
and considered to be in good health at study initiation. The guinea pigs
were housed in a temperature and humidity controlled room. Room lighting
was on a 12/12 hour light/dark cycle that was automatically timed.

Method and Results

Prior to each of the nine applications, the hair was clipped from a
naive test site on the trunk of each guinea pig.

The test article was applied 3 times per week for 3 weeks (Monday,
Wednesday, Friday) to the skin. The test article (0.1 ml) on a patch=, was
applied to each test site on each guinea pig. The patches were applied to
the trunk of eagh animal and then wrapped with gauze and secured with
elastic bandage= which occluded the test article during the 24 hour contact
period.

At th2 end of the exposure period the wrappings and all residual test
article were removed manually. Twenty-four hours after removal of the test
article, the test sites were examined and scored separately for erythema
and edema on a graded scale of 0 - 4.

The scoring criteria for erythema and edema are shown below.

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
4
1

defined.
Beet or crimson red in color
Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more
than 1 mm.
Area well defined and raised
approximately 1 mm.
Area raised more than 1 mm.

N

oo A~ W

Maximum Primary Irritation Score =

The results are presented in Table 1. The protocol, principai personnel
involved in the study, composition characteristics and Quality Assurance
statement are contained in Appendices I - IV.

2 Charles River Breeding Labs, Wilmington, MA

Animals were housed in accordance with recommendations contained in DHEW

Publication No. 85-23 {NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals."

Purina Lab Guinea Pig Chow, Ralston Purina, St. Louis, MO

Readi Bandage, Park Davis €o., Detroit, MI 48232

Elastoplast, Beiersdorf, Inc. South Norwaik, CT
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Table 1
Repeat Skin Irritation Test - Albino Guinea Pigs
with Hydroxypropyimethylceliulose Gel
Containing 30% S-26741 and 0.198% Sodium Lauryl Sulfate,
Lot FN4590
1 Hour
Irritation Scores for Intact
Skin Sites after Removal:
Animal Dose 1 Dose 2 Dose 3 Dose 4 Dose 5
Number ER. ED. ER. ED ER. ED ER. ED. ER. ED
7G813 0 0 0 0 0 0 0 0 0 0
7G819 0 0 0 0 0 0 0 0 0 0
76825 0 0 0 0 0 0 0 0 0 0
76831 0 0 0 0 0 0 0 0 0 0
7G837 0 0 0 0 0 0 0 0 0 0
76814 0 0 0 0 0 0 0 0 0 0
76820 0 0 0 0 0 0 0 0 0 0
7G826 0 0 0 0 0 0 0 0 0 0
7G832 0 0 0 0 0 0 0 0 0 0
7G838 0 0 0 0 0 0 0 0 0 0
Animal Dose 6 Dose 7 Dose 8 Dose 9
Number ER. ED. ER. ED. ER. ED. ER. ED
7G813 0 0 0 0 1 0 0 0
7G819 0 0 0 0 0 0 0 0
7G825 0 0 0 0 0 0 0 0
7G831 0 0 0 0 1 0 0 0
7G837 0 0 0 0 0 0 0 0
7G814 0 0 0 0 1 0 0 0
76820 0 0 0 0 0 0 0 0
7G826 0 0 0 0 0 0 1 0
7G832 0 0 0 0 0 0 1 0
76838 0 0 0 0 0 0 0 0
Key: ER. = Erythema
ED. = Edema
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: RIKER Experiment No.: _ 0387EG0059
APPENDIX 1 4.
PROTOCOL L
@ TEST: Skin Irritation Test (Repeat Applicaticn)
] 751
SPONSOR:  3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,

St. Paul, Minnesota 3¢ 5

& ﬁ:.fsv PorDaoidtrited HyDiowy Prepal mcdnylcatotes o QL IR RPN

TEST ARTICLE: P\ﬂ‘ﬁ\."-‘\s‘n«.u' %:.;-\..'\\ F\ub C)-\c\\. s» S uw L‘\)Q\{\ S-'L:\""‘\\’ 3 LL" cf\) ‘-\SQQ

CONTROL ARTICLE: None

PROPOSED STARTING/COMPLETION DATE OF TEST: 2/87 - 6/87

TEST SYSTEM: Female Hartley Albino Guinea Pigs

SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
guinea pigs after repeat contact. Guinea pigs were selected as the
test system due to their historical use, sensitivity to irritants, and
so that a direct comparison of irritation can be made available for
guinea pig skin sensitization studies that will be conducted
concurrently.

iﬁi% METHOD: The animals will be housed in standard wire-mesh cages in temperature

and humidity controlled rooms with food? and water offered ad libitum.
Each animal will be assigned a numbered ear tag, which will correspond
to a card affixed to the outside of the cage.

Test article adm1n15tration will consist of nine topical applications
of the test article- at three applications per week (Monday, Wednesday
and Friday) at a naive test site for each of the nine applications.
Each test site will be clipped free of hair prior to the application
procedure. The test article will be placed on each animal and firmly
secured. The test article will be left in place for approximately 24
hours, after which all rgs1dua1 test material will be removed. Each
animal will be evaluated= for signs of skin irritation approximately
24 hours after removal of the test article for each of the nine
exposures. The daily scores for erythema and edema will be meaned and
assessed for.potential cumulative irritation.

g Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri
¢ The test article dose will be 0.1 m1 for each application.
= Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
(1965)
‘ e SH, -
% wd 27 (ublﬁu 2/27/&"7 P L7 22 5%//7
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Riker Experiment No. __0387EG0059
Appendix I (concluded)
Deviations and/or Amendments to Protocol
1. The source of animals used in this study is Charles River Breeding
Labs, Wilmington, MA
Reason for change: incorrect source typed on original protocol.
Gene L. Harris 3/2/87
Study Director Date
2. Ten animals were used for this study.
Reason for change: omitted from the oriqinal protocol.
Gene L. Harris 3/11/87
Study Director Date
3. The completion date will be extended to 12/87 due to report
preparation delays.
Jerry Hart 12/16/87
Study Director Date
4, The erythema and edema will not be meaned.
Reason for chanqe: Not required to interpret test.
Jerry Hart 12/17/81

Study Director Date
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APPENDIX 11 6. R
Kooy
1
| @ Principal Participating Personnel Involved in the Study i§:’
e
t'ﬁ'
Name Function !.: ;
O
G. E. Hart . Master Laboratory Technician
Study Director ;:
L. 0. Wiseth Sr. Laboratory Technician f 5
Acute Toxicology 7
Y
J. L. Allen, Ph.D. Research Toxicologist .
Acute Toxicology ;;
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APPENDIX il

Test and/or Control Article Characterization

for
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1. The identity strength, uniformity, composition, purity]or other pertinent
characterizations of the test and/or substances have been determined
and documented as of ___ N EFA_ lgyR2e2 —2/22/57

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is
documented.
[JYes O No A R AR VRN

3. The stability of the test and/or control substances have-been.determined ¥

—or will be determined agfof __ik: £ nd o & smj
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The above information and documentation are located in the sponsor’s records.
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APPENDIX 1V

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: O387E60D59

This short term study was audited by Compliance Audit and the
final report examined against the raw data on "Vecember 18, /98] .

2R

5 The results of the audit were reported to the study director and to

iz management on Vecember 18, 1987

a’

=

In addition to the data audit, different significant phases for

2]

e
-

]

CFo

t studies underway in the Acute Toxicology Laboratory are inspected

)

:.

-

on a recurring cycle, and the facilities are examined by Compliance k

Audit on a yearly schedule.

D. . v fae F

Compliance Audit
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Date
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Pathotogy and Toxicology
Riker Laboratories, inc.

Building 270-35-05, 3M Center
St. Paul, Minnesota 55144-1000

. 766
COMPANY COMFIDENTIAL

Repeat Skin Irritation Test

with Hydroxypropylmethylcellulose Gel Containing

50% w/w Pyridostigmine Bromide, Lot FN4588

Riker Experiment No:

Conducted At:

Dates Conducted:

Conducted By:

Reviewed By:

R.T. Catherall

M.W. Downing

N.M. Marecki

M.J. Westfall (2)
Tech. Doc. Center
Path/Tox Files

n'&'._h“

Rl 2 MLy

in Albino Rabbits

0387EB0073

Pathology and Toxicology
Riker Laboratories, Inc.

March 17, 1987 to March 24, 1987

,//k<2522;ta 652/794414<bé: SYos s 7

G. L. Harris, B.S. Date
Advanced Toxicologist

Study Director and Acute Toxicity
Study Coordinator

J.%L. Allen, Ph.D. Date
D1p]omate, A.B.T.
Research Toxicologist
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The results of the cumulative skin irritation test conducted from tw

March 17, 1987 to March 24, 1987 at Riker Laboratories, Inc., St. Paul, ;ﬁ?
Minnesota indicate that hydroxypropylmethylcellulose gel with 50% fé
pyridostigmine bromide produced slight cumulative skin irritation in female g
albino rabkits when administered to the same test site daily for 7 g%
consecvtive days. The initial mean irritation score of 1.0 for erythema %§
and 0.7 for edema was produced after 1 application of the test material and j!
diarrhea and tremors were noted in one rabbit at 1 hour after the initial g%
dose. The mean irritation scores increased to a maximum of 1.7 for %%
erythema and 1.0 for edema by day 3. The mean irritation decreased to a réﬁ
score of 1.5 for erythema and 0.3 for edema at the final observation for 'h%
this study on day 7. :g

e
A
Introduction &
The objective of this study was to determine the cumulative skin ?:
irritation potential of hydroxypropylmethylcelluose gel with 50% ?%
_pyridostigmine bromide to the skin of female albino rabbits. This study ggl
was conducted in accordancé with the Food and Drug Administration’s Good v
Laboratory Practice Regulation of 1978. The raw data generated by the ‘2§
Study Director and the final report are stored in the conducting aﬁ

laboratory’s archives.

t
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Animals and Husbandry

Female young New Zealand White Rabbits? were used in the evaluation of
the cumulative skin irritating properties of the test article. The rabbits
were individually housedg in stainless steel cages, and foodS and water

were available ad libitum. A1l rabbits were individually identified with

ear tags and considered to be in good health at study initiation. The
rabbits were housed in a temperature and humidity controlled room. Room
Tighting was on a 12/12 hour Tight/dark cycle that was automaticaily timed.
Method and Results

The test procedure was modeled after that of Draize et al-. Prior to

the initiation of the study, the hair was clipped from the back and flanks
of each rabbit and one test site was selected Tateral to the midline of the
back.

The test article was applied to the skin at the same test site on
seven consecutive days. The test article (0.1 ml for dose 1 and 0.05 ml
for the remaining 6 doses), was applied to the test site on each rabbit and
covered with gauze. The trunk of each animal was then wrapped with
impervious plastic sheetingg which occluded the test article during the 23

hour contact period.

(=g}t

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals."

Purina Lab Rabbit Chow and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 X 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL

. 10
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3.

@ggg At the end of the exposure period the plastic wrappings and all
residual test article were removed by washing with water. One hour after
removal of the test article the intact test site was examined and scored
for erythema and edema on a graded scale of 0 - 4.

The irritation produced was evaluated by means of the daily average
scores for erythema and edema of the intact test site one hour post removal
of the test article. The scoring criteria for erythema and edema are shown
below.

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable

. Definite red in color and area well
Cgi defined.

Beet or crimson red in color

Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more
than 1 mm.
Area well defined and raised
approximately 1 mm.
Area raised more than 1 mm.

— P W N

o H»H W N

Maximum Primary Irritation Score =

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance

' statement are contained in Appendices I - IV.
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Table 1
@§§9 Repeat Skin Irritation Test - Albino Rabbits
with Hydroxypropylmethylcellulose Gel with
50% w/w Pyridostigmine Bromide
1 Hour

Irritation Scores for Intact
Skin Sites after Removal:

Animal Day Day 2 Day 3 Day Day
Number ER. ED. ER. ED. ER. ED. ER. ED. ER. ED.
7B295 2 1 2 2 3 2 3 1 2 1
7B298 i 1 2 1 2 1 2 1 2 0
7B301* 2 1 2 1 2 1 2 1 2 0
7B304 0 0 0 0 0 0 0 0 1 0
7B246 1 1 1 1 1 1 1 1 1 1
71B272 0 0 1 0 2 1 2 1 2 1
Mean 1.0 0.7 1.3 0.8 1.7 1.0 1.7 0.8 1.7 0.5
3
9
Animal Day 6 Day
Number ER. ED. ER. ED.
7B295 2 1 2 1
7B298 2 0 1 0
78301 2 0 2 0
7B304 1 0 1 0
7B246 1 0 1 0
7B272 . 2 1 2 1
Mean 1.7 0.3 1.5 0.3
{
Key: ER. = Erythema y
ED. = Edema
E = Epithelial Stripping

Diarrhea and tremors were noted in this rabbit at one hour after
gggg dose administration of dose 1.
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RIKER Experiment No.: 0387EB0073
APPENDIX I -
PROTOCOL

GLP STUDY
. TEST: Skin Irritation Test (Repeat Application)

SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota
Huyderory peepi] mtigloativtess Gl misinme S04 wlw
TEST ARTICLE: 1\19\003-\\(%"05 Beownde o bok F o usgy

PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87

TEST SYSTEM: Female New Zealand White Albino Rabbits
SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity to irritants,
ease of handling and general availabiiity.

METHOD: The animals will be housed in standardgwire-mesh cages in temperature
and humidity controlled rooms with food- and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
outside of the cage. The test article will be applied to the skin at
the same test site on four to seven consecutive days. Prior to the
application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected lateral to
the midline of the back. The test site will remain intact. The test
article O.l ml
will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be examkped and
scored for erythema and edema on a graded scale of 0 to 4-. The
jrritation produced will be evaluated by meaning the scores for
‘erythema and edema of the intact test site one hour post removal of
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and the final report will be stored in the Riker
Laboratories’ Archive, St. Paul, Minnesota.

2 mm e cwewm STem . S

2 pyurina Rabbit Chow, Ralston Purina Co., St. Louis, ;ﬂssour1

- Draize: Appraisal of the Safety of Chemicals in{Foods, Drugs and
Cosmetics (1965) Published by the Editorial Commtttee of the
Association of Food and Drug 0ff1c1als of the Un ted;States

“/m@/xlp%/ 3/)//87 %"5’//"4/7"
Sponsor <;j Ddte §tudy D1rector Date
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Riker Experiment No. __0387EB0073

Appendix I (concluded)

Deviations and/or Amendments to Protocol

1. A dose of 0.05 ml per animal will be administered starting with dose

#2. Reason for change: to avoid mortality of the animals as a

result of the test material dose volume.

Gene Harris 3/18/87
Study Director Date
2.
Study Director Date
3.
Study Director Date
4.
Study Director Date

al

{
v,

x" - X e ; " LY. > "ﬂ" L _l’ L o _F‘ L, L N T r‘h'rﬂ“ v .. .. ‘) I'e n T - “"‘h". ’\ ‘;A"‘l"‘ L - . N Y x"" ‘f‘ ",‘
e A e R o o T e e, D e X R o A A

e



mexmuu.mwmwmmm'mn AU T AT M W TR AN W id Rk F o R AR R To b N T i Tril Tt I

=

773
7.
@ APPENDIX 11
Principal Participating Personnel Invb]ved in _the Study
Name _ Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. Hart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology
(ii? G. C. Pecore Supervisor

Animal Laboratory
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APPENDIX I

Test and/or Control Article Characterization

for

“\(DQoxypzoﬁLm&{\wlc,g\\ol-osg_ Qe Ccr\)'\o\nu.Q& S05: Wi pyrivosigmius Breming
(F o usgR)

1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _ R F4 ly2¢33 ~2/22/87

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented. ‘
[ VYes O No M t 1) f 2733787
—f

3. The stability of the test and/or control substances have-been-determined
er will be determined as-ef™ (= end of 03 .Sdcdy )

A A TUb (23 (67)
The above information and documentation are located in the sponsor’s records.

Date
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APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies
Study No.: OBB7EB0073

This short term study was audited by Compliance Audit and the
final report examined against the raw data on APFI./ 2! 1987

The results of the audit were reported to the study director and to
management on April 20, 1989

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

@ Audit on a three month schedule.

(D«W.M/um,&ot,,)»

Compliance Audit '

4-21-81
Date

&
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Riker Pathology and Toxicology Department  euses s rorcooss soprmentuse onn
= Experiment Number
e , - — tate ,
PR (4, £ NE 4/}112/5/3 From: .. /7,049 L/ m Z/n ' 7
£ Division zp . Address” Phone Riker Project No.
Wy = - .
R ¥ >~ 7O -US -o {177 |Gra:rnzo*
Test Article Information
SampleNameandlorl.D.No.C,-QL-'] Ll\) Ay Dnopi Ioaopﬁ e L TR LA T T —j kY PR ) a-};'u., Lot Number
T~ L0 Cug "o Yt 2 e e E ey usTy
Test Article Storage Conditions: ® Room Temp. (I Refrigerate [0 Other
Proposed End Use of Product =~
— 1
l,en'db A v N = - U
The following service is requested on the test article listed above:
Irritation Studies Acute Toxicity Studies

3 Primary Skin Irritation (Rabbit)
{2 Four Day Repeat Skin lrritation (Rabbit)
O Primary Eye Irritation (Rabbit)
& Mucous Membrane Irritation (Hamster)

O Intracutaneous Irritation (Rabbit)
{Circle extracting mediums required)
O Saline 3 1:20 Ethanol : Saline
O Cottonseed oil O Peg 40C

Sensitization Studies
{0 Magnusson - Kligman Maximization (Guinea Pig)

O Buehler Sensitization (Guinea Pig)

@x

Spacial Services Requested

3 Acute Oral Limit Test (1 level in rats)

O Acute Oral LD,, (Rat)

O Acute Dermal Limit Test (1 level in rabbits)
O Acute Dermal LDy, (Rabbits)
0 Acute LV. LD,, (List species
3 Acute |.P. LD.fList species

0O Acute Systemic Toxicity (USP-Mice)

(Circle extracting mediums required)
0 Saline O 1:20 Ethanol : Saline

O Cottonseed oil O Peg 400

Invitro Studies
O Agar Overlay

O Cell Growth Inhibition
O Direct Cell Contact

Regulatory Compliance

&

|

0 EPA (TSCA)

Other: Explain

All studles are to be conducted following the Good Laboratories Practices Act in accordance with )& FDA
0O OECD Governmental Requirements.

All studies are for research and development and are not intended to support a governmental submission or marketing permit.

O EPA (FIFRA)

@‘

. Date
Authorized By >~fm el { @/ — jT/“L
v RECEIVED
Comments \.j
4 1.9 4007
4P Y B s SR |

Pac- e oMy TOXICOLOGY

P

Form 21773 - PWO

White « Raw Data File

Canary - Requestor

3M “Action” 200 Paper i

—
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RIKER Experiment No.: 0387EB0C73

PROTOCOL

G, M KSIghy

@§g$ TEST: Skin Irritation Test (Repeat Application) : YL
(2.5
SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota

. S O KL ar] P TRARE CLYIEN | NS S LR S S LTl A
TEST ARTICLE: VPR 0T Ve a g e o O 3o ¥ op 3rSs
T+ =
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87

TEST SYSTEM: Female New Zealand White Albino Rabbits
SOURCE: Hazleton-Dutchland, Denver, YA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity tc irritants,
ease of handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature
and humidity controlled rooms with food= and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
- outside of the cage. The test article will be applied to the skin at
(g; the same test site on four to seven consecutive days. Prior to the
application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected lateral to
the midline of the back. The test site will remain intact. The test
article C.
will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be examiped and
scored for erythema and edema on a graded scale of 0 to 4=, The
irritation produced will be evaluated by meaning the scores for
erythema and edema of the intact test site one hour post removal of
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and the final report will be stored in the Riker
Laboratories’ Archive, St. Paul, Minnesota.

»
ol —_ et
N 2 pyrina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri '
3 b .
Ay - Draize: Appraisal of the Safety of Chemicals in,Foods, Drugs and
W Cosmetics (1965) Published by the Editorial Committee of the
. Association of Food and Drug Officials of the United States.
: Y Puee /(15/4{</ 3/)//IZ7
‘ Sponsor | Ddte Study Director Date
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Pathology and Toxicology v
Riker l?ogbrtnrbs. nc. ‘7 { 8

Buillding 270-35-05. 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with Hydroxyproplymethylcellulose Gel Containing

Repeat Skin Irritation Test

30% Pyridostigmine Bromide and 0.21% Docusate Sodium, Lot FN4589

in Albino Rabbits

Riker Experiment No: . 0387EB0074

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 17, 1987 to March 24, 1987
Conducted By: ,//&:;jé:‘* i;fyféééﬁaao 276:A§7
“G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: QMM«- H-22-F7

J.7L. Allen, Ph.D. Date
D1p1omate A.B.T.
Research Toxicologist

dc: . Allen
. Catherall
. Downing
. Marecki
M J Westfail (2)
Tech. Doc. Center
« Path/Tox File
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Summary

The results of the cumulative skin irritation test conducted from
March 17, 1987 to March 24, 1987 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that hydroxypropylmethylcellulose gel with 30%
pyridostigmine bromide and 0.21% docusate sodium produced moderate
cumulative skin irritation in female rabbits when administered to the same
test site daily for 7 consecutive days. The initial mean irritation score
of 0.8 for erythema and 0.2 for edema was produced after one application of
the test material. The mean irritation scores increased to a maximum of
2.0 for erythema on day 5 and 1.4 for edema on day 7. The mean irritation
score for erythema decreased to 1.8 by the final observation on day 7. One
rabbit was found dead during the study at oné hour after dose
administration of dose seven. Salivation and tremors were noted in the

rabbit just prior to death.

Introduction

The objective of this study was to determine the cumulative skin

irritation potential of hydroxypropylmethylcellulose gel with 30%

i-

pyridostigmine bromide and 0.21% docusate sodium tc the skin of female

~albino rabbits. This study was conducted in accordance with the Food and

fie b

Drug Administration’s Good Laboratory Practice Regulation of 1978. The raw
data generated by the Study Director and the final report are stored in the

conducting laboratory’s archives.
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%g?b Animals and Husbandry :xi
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Female young New Zealand White Rabbits? were used in the evaluation of D

79 4

the cumulative skin irritating properties of the test article. The rabbits ﬁg

[ .!

were individually housedb in stainless steel cages, and foodS and water ;ﬁ?

were available ad libitum. A1l rabbits were individually identified with .

o

ear tags and considered to be in good health at study initiation. The §§§

rabbits were housed in a temperature and humidity controlled room. Room

255
P

)

lighting was on a 12/12 hour light/dark cycle that was automatically timed.

p

"

Method and Results ig‘v{

(]

Tne test procedure was modeled after that of Draize et _lg. Prior to '“g

W

the initiation of the study, the hair was clipped from the back and flanks %‘;

et

of each rabbit and one intact site was selected lateral to the midline of éa
A

the back. e

LAy

iisj The test article was applied to the skin at the same test site on i:f

seven consecutive days. The test article (0.1 ml for dose 1 and 0.05 ml jgﬁ

for the remaining 6 doses), was applied to the test site on each rabbit and ;3§

et

covered with gauze. The trunk of each animal was then wrapped with > |

ROy

impervious plastic sheeting9 which occluded the test article during the 23 ﬂ;
(

| - b

hour contact period. th

PRl

e

g Hazleton Dutchland, Inc., Denver, PA 5?}

< Animals were housed in accordance with recommendations contained in DHEW ﬁ

Publication No. 85-23 (NIH): Revised 1985 "Guide For thz Care and Use of et

c Laboratory Animals." g

< Purina Lab Rabbit Chow and rabbits may be offered Alfalfa Cubes for 2

additional roughage.
Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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At the end of the exposure period the plastic wrappings and all
residual test article were removed by washing with water. One hour after
removal of the test article, the intact test site was examined and scored
for erythema and edema on a graded scale of 0 - 4.

The irritation produced was evaluated by means of the daily average
scores for erythema and edema of the intact test site one hour post removal

of the test article. The scoring criteria for erythema and edema are shown

below.
Scoring Criteria for Skin Reactions
Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
Edema Barely perceptible 1
(Edges of area not defined)
Area definable but not raised more 2
than 1 mm.
Area well defined and raised 3
approximately 1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance

"statement are containcd in- Appendices I - IV.
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) Table 1

Repeat Skin Irritation Test - Albino Rabbits
with Hydroxypropylmethylcellulose Gel With
30% Pyridostigmine Bromide + 0.21% Docusate Sodium
1 Hour

Irritation Scores for Intact
Skin Sites after Removal:

Animal Day 1 Day 2 Day 3 Day Day 5
Number ER. ED. ER. ED. ER. ED. ER. ED. ER. ED.
78302 1 0 1 0 1 0 1 0 2 0
7B305 1 1 2 1 2 1 2 1 2 1
78297 1 0 1 1 2 1 2 1 2 2
7B271 0 0 1 0 2 1 2 2 2 1
7B292 0 0 0 0 1 1 1 1 1 0
7B270 2 0 2 1 2 2 2 2 3 2
Mean 0.8 0.2 1.2 0.5 1.7 1.0 1.7 1.2 2.0 1.0
Animal Day 6 Day
Number ER. ED. ER. ED.
78302 2 1 2 1
7B305 2 1 X -
7B297 2 2 2 2
78271 2 1 2 1
78292 1 1 1 1
78270 3 2 2 2
Mean 2.0 1.3 1.8 1.4
Key: ER. = Erythema

ED. = Edema

E = Epithelial Stripping

X = Rabbit 7B305 was found dead at 1 hour post dose administration of dose

seven with salivation and tremors noted in this rabbit just prior to
death.
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RIKER Experiment No.: _0387EBCO74

, APPENDIX 1 , 783
PROTOCOLC 5.
. GoP STUDY
§§§§ TEST: Skin Irritation Test (Repeat Application)
SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota . , ]
Hyprony p.:an Moty leqaNokese, S\L CemAoniw e 305 -?\)E\DQSM(,.-\-.»L: B mibg
TEST ARTICLE: »n0 0. 21 % DVecesplte  SBom | ked Yo ussd

PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87

TEST SYSTEM: .Female MNew Zealand White Albino Rabbits
SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity to irritants,
ease of handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature
and humidity controlied rooms with food? and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
e outside of the cage. The test article will be applied to the skin at
® the same test site on four to seven consecutive days. Prior to the
> application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected lateral to
the midline of the back. The test site will remain intact. The test
article 0.1

will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be examifed and
scored for erythema and edema on a graded scale of 0 to 4-. The
irritation produced will be evaluated by meaning the scores for
erythema and edema of the intact test site one hour post removal of
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and .the final report will be stored in the Riker

Laboratories’ Archive, St. Paul, Minnesota.

g Purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri. _f-1

- Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965) Published by the Editorial Committee of the
Association of Food and Drug Officials of the United States.
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Riker Experiment No. _ 0387EB0074 2
R 'l:
[ B Appendix I (concluded) &
Deviations and/or Amendments to Protocol 3

0
:' 1. A dose of 0.05 ml per animal will be administered starting with dose .:"
#2. Reason for change: to avoid mortality of the animals as a é’
! result of the test material dose volume. .~";
4 X
s 3
|
o Gene Harris 3/18/87 i

Study Director Date
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7.
@ APPENDIX 11
Principal Participating Personnel Involved in the Study
Name Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. Hart Master Laboratory Technician

Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

. Pecore Supervisor
Animal Laboratory
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APPENDIX IHf

Test and/or Control Article Characterization

for

"b o] diCe oS N&G\u(& 307: ;D“S*‘_S\'"Ne 8rem

Ano D219 Dacvente SQ'D.\\)T“\) (‘:N L\SS&QX

1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _LfA 1920} — /22 /52

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented.
O Yes O No Muﬁﬁ r/29/8)

3
3. The stability of the test and/or control substances have-beerrdetermined
~or will be determined 5§-ef L And of (&7 3 tvif] .

,ﬁ/aj }, 2/13/6)

The above information and documentation are located in the sponsor’s records.
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APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: O387€8BDO14

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Apf/./ Z/, /937

The results of the audit were reported to the study director and to
management on Apri / 24,1987

In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected

on a recurring cycle, and the facilities are examined by Compliance

@ Audit on a three month schedule.
(D/L(A . W—a./z}o{ 2
Compliance Audit '
92-&
Date
o)
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Pathotogy and Toxicology
Riker Laboratories, inc.
Building 270-35-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with Hydroxypropylmethylcellulose Gel Containing

Repeat Skin Irritation Test
30% Pyridostigmine Bromide and 0.198% Sodium Lauryl

Sulfate, Lot FN4590
in Albino Rabbits

Riker Experiment No: 0387EB0075

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 17, 1987 to March 24, 1987
Conducted By: /&‘“ 5/%44/@ %0%7
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: Q(/AQ,QQ,‘__ {-22-87

JYL. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicclogist

dc: J.L Allen
R.T. Catherall
M.W. Downing
N.M. Marecki
M.J. Westfall (2)¢
Tech. Doc. Center
ﬁ?sb Path/Tox File
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The results of the cumulative skin irritation test conducted from
March 17, 1987 to March 24, 1987 at Riker Laboratories, Inc., St. Paul,
; Minnesota indicate that hydroxypropylmethylcellulose gel with 30%
pyridostigmine bromide and 0.198% sodium lauryl sulfate produced moderate
cumulative skin irritation in female albino rabbits when administered to
the same test site daily for seven consecutive days. The initial mean
irritation score of 1.0 for erythema and 0.2 for edema was produced after 1
application of the test material. The mean irritatiocn scores increased to
a maximum of 2.7 for erythema and 2.9 for edema by Day 6. The nean
irritation score was 2.3 for erythema and 2.0 for edema at the final i,
observation on Day 7. Three of the animals on this study were found dead.
A11 deaths occurred at approximately 1 hour after dose administration with
6::0 1 animal each dying on Day 2, Day 3 and Day 4. Diarrhea and tremors were
noted in all animals found dead just prior to death. Diarrhea and tremors
were also noted in 1/6 animals at 1 hour after administration of the

initial dose.

Introduction

The objective of this study was to determine the cumulative skin

W

irritation potential of hydroxypropylmethylcellulose gel with 30% ‘Q&
0y

_ pyridostigmine bromide and 0.198% sodium lauryl sulfate to the skin of %E

female albino rabbits. This study was conducted in accordance with the

i

Food and Drug Administration’s Good Laboratory Practice Regulation of 1978.
The raw data generated by the Study Director and the final report are

stored in the-conducting laboratory’s archives.

i
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:%Qé Animals and Husbandry

Female young New Zealand White Rabbits? were used in the evaluation of

the cumulative skin irritating properties of the test article. The rabbits

ol 4

were individually housedb in stainless steel cages, and food® and water

were available ad libitum. A1l rabbits were individually identified with

- s,

ear tags and considered to be in good health at study initiation. The
rabbits were housed in a temperature and humidity controlled room. Room
lighting was on a 12/12 hour light/dark cycle that was automatically timed.
Method and Results

The test procedure was modeled after that of Draize et al-. Prior to

the initiation of the study, the hair was clipped from the back and flanks
of each rabbit and one intact site was selected lateral to the midline of
the back.

The test article was applied to the skin at the same test site on
seven consecutive days. The test article (0.1 ml for dose 1 and 0.05 ml
for the remaining 6 doses), was applied to the test site on each rabbit and
covered with gauze. The trunk of each animal was then wrapped with
impervious plastic sheetingg which occluded the test article during the 23

hour contact period.

T

Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For ‘the Care and Use of
Laboratory Animals.”

Purina Lab Rabbit Chow and rabbits may be offered Alfalfa Cubes-for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL

Q. 10
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At the end of the exposure period the plastic wrappings and all
residual test article were removed by washing with water. One hour after
removal of the test article, the intact test site was examined and scored
for erythema and edema on a graded scale of 0 - 4.

The irritation produced was evaluated by means of the daily average
scores for erythema and edema of the intact test site one hour post removal

of the test article. The scoring criteria for erythema and edema are shown

below. 4

Scoring Criteria for Skin Reactions

Reaction Description Score

—

Erythema Barely perceptible
(Edges of area not defined)
Pale red in color and area definable
Definite red in color and area well
defined.
Beet or crimson red in color

Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more
than 1 mm.
Area well defined and raised
approximately 1 mm.
Area raised more than 1 mm.

— wrn

0 & W N

Maximum Primary Irritation Score =

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance

" statement are contained in Appendices I - IV.
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' Table 1
Repeat Skin Irritation Test - Albino Rabbits
with Hydroxypropylmethylcellulose Gel With
30% Pyyidostigmine Bromide + 0.198% Sodium Lauryl Sulfate

A 1 Hour

Iirritation Scores for Intact .

" Skin Sites afier Removai: 3
Animal Day 1 Day 2 Day Day Day 5
Number ER. ED. ER. ED. ER.___ED. ER. ED. FR. ED.
78318° 10 X - .. .- .-
7B365 1 0 1 0 1 1 X - - -
7B357 1 1 1 1 1 1 1 1 2 1
7B360 1 0 2 0 2 1 2 2 2 1 ,
7B363 1 0 Z 1 X - - - - - 3
7B366 1 0 2 0 2 1 2 1 2 1 1
Mean 1.0 0.2 1.6 0.4 1.5 1.0 1.7 1.3 2.0 1.0 ‘
Animal Day Day
Number ER. ED. ER. ED.
78318 - - - -
7B365 - - - -
78357 2 2 2 2
7B360 3 2 2 2
78363 - - - -
7B366 3 2 3 2
Mean 2.7 2.0 2.3 2.0 p
Key: ER Erythema

Edema

Epithelial Stripping

Tremors and diarrhea were noted 1 hour after dose administration of dose 1.
This animal was found dead 1 hour after dose administration with diarrhea
and tremors noted prior to death.
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RIKER Experiment No.: _0387EBO075
APPENDIX I

PROTOCOL . 79g
AGNLS 91D GLP ;U0

TEST: Skin Irritation Test (Repeat Application)

SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota . P .
YN ORoxy Propat medrylaqiivkesi G4l Contam e 304 PyROeshiomws  Beemide
TEST ARTICLE: fuo O. V48 & SeWwe  Ynoeyl Sowlade | Jdod Fa 4S%0

ARTING/COMPLETION DATE OF TEST: 3/87 - 7/87

TEST SYSTEM: Female New Zealand White Albino Rabbits
SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity to irritants,
ease of handling and general availability.

METHOD: The animals will be housed in standard wire-mesh cages in temperature
and humidity controlled rooms with food= and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
outside of the cage. The test article will be applied to the skin at
the same test site on four to seven consecutive days. Prior to the
application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected Tateral to
the midline of the back. The test site will remain intact. The test
article .1
will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be exam&ped and
scored for erythema and edema on a graded scale of 0 to 4-. The
irritation produced will be evaluated by meaning the scores for
erythema and edema of the intact test site one hour post removal of
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and the final report will be stored in the Riker
Laboratories’ Archive, St. Paul, Minnesota.

24 conmay

PrCEVED

R L A PN

a . . . A e .
Purina Rabbit Chow, Ralston Purina Co., St. Louif, Mi; Ta vnme
b ’ : Modugsic

- Draize: Appraisal of the Safety of Chemicals in| Foo gsiind
Cosmetics (1965) Published by the Editorial Committee of the
Association of Food and Drug Officials of the U iﬁﬁﬂﬂi§@¢ﬁﬁDTﬁxm&96k
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Riker Experiment No. _ 0387EB0075

Appendix I (concluded)
Deviations and/or Amendments to Protocol

1. A dose of 0.05 ml per animal will be administered starting with dose

#2. Reason for change: to avoid mortality of the animals as a

result of the test material dose volume.

Gene Harris 3/18/87
Study Director Date
2.
Study Director Date
3.
Study Director Date
4,
Study Director Date
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@ APPENDIX 11

Principal Participating Personnel Invoived in the Study

Name Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. Hart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads . Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist
) Acute Toxicology
G. C. Pevore Supervisor
<§$* Animal Laboratory

:
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APPENDIX 111

Test and/or Control Article Characterization

for

H U IRD, G \)LO t € C.C P\"*'Q:N\'N 30 ?Cl)j R\DQS,-} ‘.AJ"“N(:- 8‘:”\
1 -

fop Q19 % Sobuem haves) Sofete (E1 45q0)
1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of ____ K FA [4202 —2/27/57

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicabie) is
documented.
[ Yes 0 No Al 0P 2/27/67

3. The stability of the test and/or control substances hmbeeadou&mmed
~or will be determined aefof (he  €nd ei [ SMJJ

At St 27220
The above information and documentation are located in the sponsor’s records.

tative Date
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% APPENDIX IV

QUALITY ASSURANCE STATEMENT
Acute Toxicology Laboratory Studies
Study No.: 036755907.‘;

This short term study was audited by Compliance Audit and the
final report examined against the raw data on A%Pf7/ 21,1987

The results of the audit were reportad to the study director and to
management on A’Pr’./ 21, M87

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

(éij Audit on a three month schedule.

DU Wantbes )

Compliance Audit

4-21-8

Date
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Pathology and Toxicology 797
Rilker Laboratories, inc. -

Building 270-3S-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with Hydroxyproplymethylcellulose Gel Containing

Repeat Skin Irritation Test

30% Pyridostigmine Bromide and 0.21% Docusate Sodium, Lot FN4589

in Albino Rabbits

Riker Experiment No: 0387EB0074

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 17, 1987 to March 24, 1987
Conducted By: i,//<t;zzi*' &;%974%;Ab24= 2762A§7
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: H-22-F)
J.7L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

dc: Allen

Catherall

Downing

M. Marecki

5@ M.J. Westfall (2) ¢

) Tech. Doc. Center
Path/Tox File
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Summary

The results of the cumulative skin irritation test conducted from
March 17, 1987 to March 24, 1987 at Riker Laboratories, Inc., St. Paul,
Minnesota indicate that hydroxypropylmethylcellulose gel with 30%
pyridostigmine bromide and 0.21% docusate sodium produced moderate
cumulative skin irritation in female rabbits when administered to the same
test site daily for 7 consecutive days. The initial mean irritation score
of 0.8 for erythema and 0.2 for edema was produced after one application of
the test material. The mean irritation scores increased to a maximum of
2.0 for erythema on day 5 and 1.4 for edema on day 7. The mean irritation
score for erythema decreased to 1.8 by the final observation on day 7. One
rabbit was found dead during the study at one hour after dose
administration of dose seven. Salivation and tremors were noted in the

rabbit just prior to death.

Introduction
The objective of this study was to determine the cumulative skin
irritation potential of hydroxypropylmethylcellulose gel with 30%

pyridostigmine bromide and 0.21% docusate sodium to the skin of female

. albino rabbits. This study was conducted in accordance with the Food and

e ) Al i hnines Nuamadlaa Do
VLU LabluT'alury rraciive neyu

oY

Drug Administration’s
data generated by the Study Director and the fina

conducting laboratory’s archives.
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Animals and Husbandry

Female young New Zealand White Rabbits? were used in the evaluation of
the cumulative skin irritating properties of the test article. The rabbits
were individually housedg in stainless steel cages, and food® and water
were available ad libitum. A1l rabbits were individually identified with
ear tags and considered to be in good health at study initiation. The
rabbits were housed in a temperature and humidity controlled room. Room

lighting was on a 12/12 hour light/dark cycle that was automatically timed.
Method and Results

The test procedure was modeled after that of Draize et al-. Prior to

the initiation of the study, the hair was clipped from the back and flanks

of each rabbit and one intact site was selected lateral to the midline of

the back.

éﬂi} The test article was applied to the skin at the same test site on
seven consecutive days. The test article (0.1 ml for dose 1 and 0.05 ml
for the remaining 6 doses), was applied to the test site on each rabbit and
covered with gauze. The trunk of each animal was then wrapped with
impervious plastic sheetingg which occluded the test article during the 23

hour contact period.

2 Hazleton Dutchland, Inc., Denver, PA

Animals were housed in accordance with recommendations contained in DHEW
Publication No. 85-23 (NIH): Revised 1985 "Guide For the Care and Use of
Laboratory Animals." .

Purina Lab Rabbit. Chow and rabbits may be offered Alfalfa Cubes for
additional roughage.

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).

10 x 12 x .002 Extra Clear polyethylene sleeves, PPC Industries, Inc.,
Wheeling, IL
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At the end of the exposure period the plastic wrappings and all
residual test article were removed by washing with water. One hour after
removal of the test article, the intact test site was examined and scored
for erythema and edema on a graded scale of 0 - 4.

The irritation produced was evaluated by means of the daily average
scores for erythema and edema of the intact test site one hour post removal
of the test article. The scoring criteria for erythema and edema are shown
below.

Scoring Criteria for Skin Reactions

Reaction Description Score

Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable
Definite red in color and area well
defined.
Beet or crimson red in color

Edema Barely perceptible
(Edges of area not defined)
Area definable but not raised more
than 1 mm.
Area well defined and raised
approximately 1 mm.
Area raised more than 1 mm.

~N —t e w N

oo » W

Maximum Primary Irritation Score

The results are presented in Table 1. The protocol, principal personnel
involved in the study, composition characteristics and Quality Assurance

"statement are contained in ‘Appendices I - IV.
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' Table 1
Repeat Skin Irritation Test - Albino Rabbits
with Hydroxypropylimethylcellulose Gel With
30% Pyridostigmine Bromide + 0.21% Docusate Sodium
1 Hour

Irritation Scores for Intact
Skin Sites after Removal:

Animal Day 1 Day 2 Day 3 Day 4 Day 5
Number ER. ED: ER. ED. ER. ED. ER. ED. ER. ED.
7B302 1 0 1 0 1 0 1 0 2 0
7B305 1 1 2 1 2 1 2 1 2 1
78297 1 0 1 1 2 1 2 1 2 2
7B271 0 0 1 0 2 1 2 2 2 1
7B292 0 0 0 0 1 1 1 1 1 0
78270 2 0 2 1 2 2 2 2 3 2
Mean 0.8 0.2 1.2 0.5 1.7 1.0 1.7 1.2 2.0 1.0
Animal Day Day
Number ER. ED. ER. ED.
7B302 2 1 2 1
7B305 2 1 X -
7B297 2 2 2 2
78271 2 1 2 1
78292 1 1 1 1
7B270 3 2 2 2
Mean 2.0 1.3 1.8 1.4
Key: ER. = Erythema

ED. = Edema

E = Epithelial Stripping

Rabbit 7B305 was found dead at 1 hour post dose administration of dose
seven with salivation and tremors noted in this rabbit just prior to
death.
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RIKER Experiment No.: 0387eoo7a . 3G2
APPENDIX I
PROTOCOL 5.
— G.P STUDY
TEST: Skin Irritation Test (Repeat Application)
SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,

St. Paul, Minnesota i ) )
Hyprery pecpyl Mty lcalobose b Cemramion 304 PyRwesticmine  Beemidg

TEST ARTICLE: Amo  O.21% Docosale  SsSum ,  lei ¥ 4S9

PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 1/81

TEST SYSTEM:

Female New Zealand White Albino Rabbits

SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE:

METHOD:

h)

S:im‘w_l‘%ﬁ/ 3/8 7 /%& o“/ 754«44% 9/64.
ponsor

To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity to irritants,
ease of handling and general availability.

The animals will be housed in standardiyire-mesh cages in temperature
and humidity controlled rooms with food= and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
outside of the cage. The test article will be applied to the skin at
the same test site on four to seven consecutive days. Prior to the
application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected lateral to
the midline of the back. The test site will remain intact. The test
article 0.1

will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be examiped and
scored for erythema and edema on a graded scale of 0 to 4-. The
irritation produced will be evaluated by meaning the scores for
erythema and edema of the intact test site one hour post removal of
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and the final report will be stored in the Riker
Laboratories’ Archive, St. Paul, Minnesota.

g Purina Rabbit Chow, Ralston Purina Co., St. Louis, Missouri. ~
- Draize: Appraisal of the Safety of Chemicals in"foods, Drugs and !
Cosmetics (1965) Published by the Editorial Committee of the
Association of Food and Drug Officials of the United States.

" Date Study Director _ Datle

—— - ——— sma A
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Riker Experiment No. __ 0387EB0074

ek
2l Appendix I (concluded)
Deviations and/or Amendments to Protocol
1. A dose of 0.05 ml per animal wili be administered starting with dose
#2. Reason for change: to avoid mortality of the animals as a
result of the test material dose volume.
Gene Harris 3/18/87
Study Director Date
2.
<f§% Study Director Date
o
3.
Study Director Date
4,
Study Director Date

f
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7.
APPENDIX 11
Principal Participating Personnel Invb]ved in_the Study
Name Function
G. L. Harris, B.S. Advanced Toxicologist g
Study Director :
G. E. Hart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist

Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory

L ~
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APPENDIX Hil

Test and/or Control Article Characterization

for

Ano DA% Docosate  SaDivm x_(":rs\ L\‘S"KQ\

A LIS S,

Py
1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _LF A 1420) — /22 /52

- The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented.
JYes [ No M uﬂ‘/,. r/29/8)

>
3. The stability of the test and/or control substances have-been-determined
~or will be determined &S-of 1L and of (45 m:lj

Aod €L 2198

The above information and documentation are located in the sponsor's records.

Date

2/22/57
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APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: 0387E8D074

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Apf/‘/ 21,1987

The results of the audit were reported to the study director and to
management on AP”I 2,198]

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

Audit on a three month schedule.

(Z>¢'L44L .(/(qusz,ehs-z? ).

Compliance Audit

9-2-&

Date
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Riker Pathology and Toxicology Department
. Services Request

%/‘7 ORI<

(Pathology and Toxicology Depertment Use Only)
Experiment Number <,
) ¥soazs 8G7

X — 'I . Date i
rom s 10T Ed T >/t

Address i
¥

P gl - —~
~ F7°- H -T2

To: ,4),_- e

43M Division

Phone Riker Prciect No.

=167

P

e ammen =

Test Article Information

Sample Name andior1 0, No, (S =26 141 ) ~ Wy Oneony ?“0?1\(‘\~.-\h‘{\ Callnmge %i | Sunenrsinog Lot Number
- . P — o
T L ST Conp e Aafy DANAR P s o sl A Y\E30
Test Article Storage Conditions: % Room Temp. O Refrigerate O Other
Proposed End Use of Product ~~
P00 < E At ,L')O"C‘l’l'
The following service is requested on the test article listed above:
Irritation Studies Acute Toxicity Studies
8 Primary Skin Irritation (Rabbit) O Acute Oral Limit Test (1 level in rats)
X Four Day Repeat Skin Irritation (Rabbit) O Acute Oral LD,, (Rat)
O Primary Eye lrritation (Rabbit) O Acute Dermal Limit Test (1 level in rabbits)
0 Mucous Membrane Irritation (Hamster) 0 Acute Dermal LD,, (Rabbits)
O Intracutaneous Irritation (Rabbit) 0 Acute LV. LDy, (List species )
(Circle extracting mediums required) O Acute I.P. LDg(List species )
O Saline O 1:20 Ethanot : Saline O Acute Systemic Toxicity (USP-Mice)

0 Cottonseed oil (3 Peg 400

Sensitization Studies
0 Magnusson - Kligman Maximization (Guinea Pig)

{0 Buehler Sensitization (Guinea Pig)

Speclal Services Requested

O

(Circle extracting mediums required)
O Saline O 1:20 Ethanol : Saline

O Cottonseed oil O Peg 400

Invitro Studies
Agar Overlay

Cell Growth Inhibition
Direct Ceil Contact

Regulatory Compliance

All studies are to be conducted following the Good Laboratories Practices Act in accordance with 8 FDA 0 EPA (FIFRA)

O EPA (TSCA)

O OECD Governmental Requirements.

C Al studies are for research and development and are not intended to support a governmental submission or marketing permit.

{3 Other Explain

Authorized By » W’}l,( (A, (is ’jé/‘/
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Comments v
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Sermit fully legible eproduction RIKER Experiment No.: _0387EB0OO75
PROTOCOL
TEST: Skin Irritation Test (Repeat Application) e “8(8
SPONSOR: 3M RIKER Division

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, Inc.,
St. Paul, Minnesota

NS TN b ] ( R APl L e - R e W T g '\“f"\\‘)" RRLUEVY BLC-"\'(’\
TEST ARTICLE: Pa Ny . \(’\'\ Y ST e P -;:1'\ TR Lyt o [P
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 1/87

TEST SYSTEM: Female New Zealand White Albino Rabbits
SOURCE: Hazleton-Dutchland, Denver, PA

OBJECTIVE: To assess the irritation potential of the test article to the skin of
female animals after repeat contact. Rabbits were selected as the
test system due to their historical use, sensitivity to irritants,
ease of handling and general availability.

METHOD: The animals will be housed “in standard wire-mesh cages in temperature
and humidity controlled rooms with food= and water offered ad 1ibitum.
Six animals will be used for this test. Each animal will be assigned
a numbered ear tag, which will correspond to a card affixed to the
outside of the cage. The test article will be applied to the skin at
the same test site on four to seven consecutive days. Prior to the
application of the test article, the hair will be clipped from the
back and flanks of each animal and one test site selected lateral to
the midline of the back. The test site will remain intact. The test
article N 14
will be applied to the intact site on each animal, covered with gauze
and secured with gauze. The trunk of each animal will then be wrapped
with impervious plastic sheeting which will occlude the test article
during the 23 hour exposure period. Approximately one hour after
removal of the test article, the intact test site will be examiped and
scored for erythema and edema on a graded scale of 0 to 4-. The
irritation produced will be evaluated by meaning the scores for
erythema and edema of the intact test site one hour post removal of .,
the test article for each application. These values will be assessed
for potential cumulative irritation. The raw data generated by the
study director and the final report will be stored in the Riker
Laboratories’ Archive, St. Paul, Minnesota.

B TN
g Purina Rabbit Chow, Ralston Purina Co., St. Louik, Mi§§$§rin ey i
- Draize: Appraisal of the Safety of Chemicals in| Foods}: dugshant

Cosmetics (1965) Published by the Editorial Committee of the

Association of Food and Drug Officials of the U iF&ﬂﬂEG@#iﬁD?&mcaocy
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Spondor / Dafe Study Director Date
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810 1.

:égn Summary

A sensitization study was conducted from October 2, 1985 to
November 27, 1985 at Riker Laboratories, Inc., St. Paul, Minnesota with $-26741,
Lot 653035 (Pyridostigmine Bromide). The albino guinea pigs were induced
dermally with test article and then subsequently challenged topically. A
positive control group (5 animals) using 2,4-Dinitrochlorobenzene, was induced
in the same manner as the test article. Subsequent challenge of the test group
resulted in (0/9) positive responses while the positive control group showed
(5/5) postive responses. The 0% sensitization rate classifies S-26741 as a
Grade I or weak sensitizer according to the Magnusson and Kiigman rating system.
This indicates an extremely low allergenic potential, however, it does not mean
that the test article will never be a sensitizer, but rather the probability of
sensitization is very low.

Introduction

The object of this study was to determine the sensitization potential of
S-26741, Lot 653035 (Pyridostigmine Bromide), in female albino guinea pigs.
This study was conducted in accordance with the Food and Drug Administration’s
Good Laboratory Practice Regulation of 1978. The raw data generated by the

Study Director and the final report are stored in the conducting laboratory’s
archives.
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Method and Results

ST T T T T,

Twenty-two albino guinea pigs of the Hartley strain® were used to
evaluate the sensitization potential of the test article. Ehe test method
was modeled after that of Magnusson, B. and Kligman,an A.M.

An initial rangefinder was undertaken with seven animals to determine
an appropriate irritating and sub-lethal concentration for testing. The
concentrations used for the testing are shown in Table 1. The induction
phase was accomplished in two stages once this irritation had been
determined. The initial stage involved six intradermal injections (three
per side) using ten animals for the test article groups and five animals
for the positive control (DNCB)- group. The injections were made in the
dorsal shoulder girdle (2 x 4 cm area) which had been clipped free of hair
prior to injection. The injection schedule for ,each side of the animals
was as follows: 1) 0.1 ml of Freund’s adjuvant= (1:1 commercial adjuvant
with water), 2) 0.1 ml of the test article at the predetermined
concentration by weight in an appropriate vehicle (see Table 1), and 3) 0.1
ml of the test article at the predetermined concentration by weight in the
adjuvant. Seven days post intradermal injectjon, the predetermined topical
concentration was applied to a Readi-Bandage™  adhesive dressing to

saturation and placed on the injection site area, which had been shaved
prior to application, and covered W1th gauze. This in turn was firmly
secured with elastic bandage materialf. The patches were left in place for
two daés after which the patches and a]] residual test article were
removed.

v e e TS L T

kL IRY

-

. B S A N SN MO S .. ]

Thirteen days after the topical application, the hair was clipped from
an area on the flank (posterior to the injection site). A sub-irritating
concentration of the test article was applied to a Readi-Bandage adhesive
dressing in the same fashion as for the topical inductaon phase and left in
place for one day. The challenge sites were evaluated? one and two days
aftg{ reTova] of the patches on a scale of 0 or 4 for erythema and edema
(Table 2).

6 Charles River Breeding Laboratories, Inc., Wilmington, MA
Magnusson, B. & Kligman, A.M. The Identification of Contact Allergens by
?n1ma; Assay. The Guinea Pig Maximization Test. J. Invest. Derm., 52-268

1969 .

g 2.4-Dinitrochlorobenzene, Sigma Chemical Co., St. Louis, MO
Difco Labs, Inc Detroit, MI
Read1 Banda%g Parke, Davis & Co., Detroit, MI
E]astoP]ast Biersdorf, Inc., S. Norwa]k CT Lawn NJ

g Draize: Appra1sa1 of the Safety of Chemlcals in Foods, Drugs and
Cosmetics, (1965)
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3.
éﬁﬁ% The grading system used to arrive at a descriptive rating is located below.
Sensitization Rate (%) Grade Classification
0- 8 I Weak
9 - 28 II Mild
29 - 64 111 Moderate
65 - 80 IV Strong
81 - 100 ) Extreme

The results of the study are shown in Tables 3 - 5. The protocol,
principal personnel involved in the study, composition characteristics and
Quality Assurance statement are contained in Appendices I-IV.
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AT TABLE 2
MAXIMIZATION SENSITIZATION TEST - ALBINO GUINEA PIGS

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
" Edema Barely perceptible ' 1
‘ii? (Edges of area not defined)
) Area definable but not raised more 2
1 mm.
Area well defined and raised approximately 3
1 mm.
Area raised more than 1 mm, 4
Maximum Primary Irritation Score = 8

)

\
3
o
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TABLE 3
Maximization-Sensitization Test - Albino Guinea Pigs
Rangefinder with S-26741
RESULTS

Irritation Score for Skin Sites

Animal Concentrgtion 24 Hours After Sample Removal
Number Tested Route Erythema Edema
5G4390 Undiluted Topical X

564389 50% Topical X X
5G4392 25% Topical X X
5G4391 10% Topical X X
5643882 5% Topical 0 0
5G4390 5% Injection X X
564389 4% Injection X X
5G4392 3% Injection X X
5G4391 2% Injection X X
5643880 1% Injection 0 0
565145¢ 0.5% Injection 0 0
5G5146¢ 0.25% Injection 0 0

a

Sterile water,_Travenol, Lot 4G720F4 was used as the vehicle

>

= Animal died within four hours of dosing and had convulsions just prior to death.

This animal was prostrate for about four hours after dosing.

(N o]

This animal had no compound related pharmacotoxic signs.

&

i
A N D T e S A by S AT SO, O S e ST ﬁj



816

TABLE 4
Maximization Sensitization Test - Albino Guinea Pigs
with S-267412
RESULTS
Irritation Scores for Skin Sites

After Sample Removal

Animal One Day Two Days
Number Erythema Edema Erythema Edema

565230 0
565231
565232
565152
565158
565236
565237
5&5238
565164

O O O O o o o o X
O O O O O O O O »x ©
O O O O O O O O »xX o
O O O O O O O o >x

565167

X = This animal was found dead two days post initial induction and this death is

Percent Sensitized: 0 . ;
presumed to be compound related.

ERTOIe

2 sterile water, Travenol, Lot 4G720F4 was used és the veﬁic]e.
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@ TABLE 5

Maximization Sensitization Test - Albino Guinea Pigs
with DNCB?
RESULTS

Irritation Scores for Skin Sites
After Sample Removal

Am’m:;ﬂ One Day Two Days
Number Erythema Edema Erythema Edema
565242 2 1 2 1
5G5243 1 0 1 1
5G5166 2 1 2 1
5G5165 _ 2 1 2 1
5G5126 2 1 2 1

Percent Sensitized: 100

) 93

2 Fastman Kodak, Sigma Chemical, Lot 44F-0565 dissolved in Propylene Glycol, Kodak,
Lot Al2B.
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APPENDIX I Riker Expenment No.: 0385MG0411

) PROTOCOL
itization Test 818

@ TEST.

SPONSOR: 3M ’& \k AN Division

Magnusson-Kligman Maximization-Sensitization Test

CONDUCTED BY: Safety Evaluation Laboratory, Riker Laboratories, inc., St. Paul, Minnesota gr. + AL
PNy

TEST ARTICLE: = A4 }\—?‘!R\QCY\'\(’W\‘MC Reemipe ,  (SB303s

CONTROL ARTICLE: Yostpexe  C

PROPOSED STARTING/COMPLETION DATE OF TEST: /0/8S ~ ',/ 8

TEST SYSTEM: Hartley Strain, Guinea Pig

SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts

OBJECTIVE: To determine the sensitization potential of the test article. Guinea pigs will be used as the test system 4
due to their historical use and ease of handling.

METHOD: The method will be similar to that of Magnusson and Kligman2. The animals will be housed in standard
cages in temperature and humidity controlied rooms with food® and water ad Jibitum. The animals’
numbers will be placed on cards affixed to the outside of their cages. An initial rangefinder will be
conducted using 5 animals to determine the appropriate concentrations of the test article to be
used in the test. The test will be conducted in two stages; an induction phase and a challenge phase.

g“’ The induction phase will consist of six intradermal injections (3 per side) in each of 10 animals, for
- the test article, and in each of 5 animals for the positive controlS. The injections will be made in the
dorsal shoulder girdle (2 x 4 cm area) which will be clipped free of hair prior to injection. The injection )
schedule will be (1) 0.1 ml of Freund's Adjuvantg (1:1 commercial adjuvant with water), (2) 0.1 ml of .}
the test article at the appropriate concentration by weight with the adjuvant, and (3) 0.1 ml of the test
article at the appropriate concentration (in STuuls #aTeR. ), Seven days post intradermal injection 3
a Readi-Bandage®€, saturated (approximately 0.1 ml) with an appropriate concentration of the test {
article, will be placed near the injection site area, which will be clipped free of hair prior to application, |
and secured with gauze wrap (if the test article is non-irritating, the area will be pre-treated with 10%
sLstin petrolatum 1 day prior to the patches being applied). This in tumn will be fimly secured with
elastic bandage. The test article will be left in place for 2 days, after which the wrappings and all residual
test article will be removed. Two weeks after the topical application, the hair will be removed from an
area on the flank (posterior to the induction sites). A subirritating concentration (approximately 0.1 ml) (%]
of the test article will be applied on a Readi-Bandage®€, covered with an opened 2" x 2" gauze patch,
secured viith elastic bandage and left in place for 1 day. The chalienge site will be evaluated 1 and 2 !
days after removal of the wrapping and all residual test artir’'a. The skin reactions will be scored on :
the basis of 0 to 49 and a descriptive rating assigned?. All raw data generated by the study director
and the Tinal report will be stored in the Riker Laboratories’ Archlve. St. Paul, Minnesota.

2 Magnusson, B. & Kligman, A.M.; The ldentification of Co taRmE’ME@A

The Guinea Pig Maximization Test. J. Invest. Derm. 53:268 (1969)
b Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

€ 2,4-Dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouti SEP 18 \985

d Difco Laboratories, Inc., Detroit, Michigan

€ Parke, Davis & Co., Detroit, Michigan ND TOXICOLOGY
f Sodium Lauryl Sulfate, Sigma Chemical Co., St. Louis, Missouri PATHOLOGY A

9 Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics (1965)

5: Published by the Editorial Committee of the Association of Food and Drug
Officials of the United States.
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Appendix concluded

Deviations and/or Amendments to Protocol 819
1. Because of the mortalities observed in the rangefinding study, two e 3
“9
additional quinea pigs will be added to the rangefinding study and ;
given an_injection dose only. This is being done to see if smaller :ﬁ:!
l'
doses will cause any systemic effects. F
‘ G. L. Harris 10/30/85
Study Director Date it
(AR
2. The challenge dose will be administered 13 days after topical induction. -
Reason for change; To accommodate scheduling problems over the :{:E;;
ol
Thanksgiving Holiday. ’:?:‘r
‘ +
e
o |
G. L. Harris 11/24/85 o
Study Director Date l"c:‘:
e
3 .' \

-
@ PLx
-

Study Director Date

Study Director Date

W

Study Director Date
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APPENDIX 11

Principal Participating Personnel Involved jn the Study

Name Function

G.‘L. Harris, BS Advanced Toxicologist
Study Director

G. E. Hart Sr. Laboratory Technician
Acute Toxicology

K. D. 0’Malley, BS Senior Toxicologist
Acute Toxicology

K. L. Ebbens, BS Supervisor
Toxicology Testing

G. C. Pecore Supervisor
Animal Laboratory

. MMRM’:&tlﬁitﬁ?ﬁﬁﬁ%&%Eiﬁ&%ﬁﬂéﬁ%?ﬁﬂmﬁﬁﬁﬁﬁﬁ&V{i’iii'yis&g
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APPENDIX III -~ A

Test and/or Control Article Characterization

for

S" Qb4 | ! (’P\QR\ Dc%T;'@mwe %%m:b‘:})LQT¢6530%S

1. The identity strength, uniformity, composition, purity or other per-
tinent characterizations of the test and/or control substances have
been determined and documented as of gbq /gs" .

T 14

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is
documented.

(o

ves M  no ) LN
3. The stability of the test and/or control substances have been deter-
mined or will be determined as of . i
Red wabtrld bbby (0T Repoiene, For Aot STUBIs D~ Sk |
The above information ard documentation are Iocated in the sponsor's re- Sobp- i
cords. S
%f o (2% 130/
{‘;"“ Sponsor Date
t e

Form 19793 PWO
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Riker St. Paul Drug Clearance Certificate
@ k' Original Clearance [ Re-Clearance

Purpose

Reference Standard

ample Descriplion
Pyridostigmine Bromide
Compoung’Lol N¢ Batch Size

Hoffman-LaRoche Lot #653035 200 gm RFA-11055

eference Stancaro Lot

[Previous References

Test Resulls ki Fuli Clearance [ Selected Tests

Asssy: 99.19% (on the dried basis)
Loss on Drying: 0.51%

Identification:

Infrared Spectrum: Spectrum IR 1492 agrees with USP Reference Standard
Spectrum IR 1491.

ei% Ultraviolet Spectrum: Spectrum UV 1565 agrees with USP Reference Standard
Spectrum UV 15064.

Respective absorptivity 103.0% of USP Reference
Standard. .

Identification C: Responds to identification test.
Identification D: Responds to test for Bromide.
Melting Range: 154.2° - 155.0°

Residue on Ignition: O

Note: Specitications ot reference value in parenthesis
* Not format clearance specitication

Comments

Q?@ Reference USP XXI

e toses L. 5] B ) £t G

¥
) Foem 92103 DTy f

X '

& ; - - SN S OM AR N T RO AY . Pt e 1 AT Wl N V. VR *
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APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: O39S /74 o4/

This short term study was audited by Compliance Audit and the

final report examined against the raw data on %% 3. /52¢ .

The results of the audit were reported to the study director and to
management on ';Z;ééxxaz;;§4ﬂfiz

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
weekly on a recurring cyle, and the facilities are examined by

6?, Compliance Audit on a three month schedule.

VY v %

Compliance Audit

_Z/lﬂue_f-; 3,4 LEFL

Date

i
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Pathology and Toxicology

Riker Laboratories, Inc.
3

Building 270-3S-05, 3M Center

St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL
G0
%

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in a
Microporous Membrane

Sensitizaton Study

in Yorkshire Swine

Riker Experiment No: 0386MS0737

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

cgf‘ Dates Conducted: December 10, 1986 to January 7, 1987
/Z/ § 14 . 35/

Conducted By: A o% f?/ ) D/3%?7
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: Wb‘\ 3~9-§7
J.7L. Allen, Ph.D. Date
Diplomate, A.B.T.

Research Toxicologist

dc: J. L. Allen-

R. T. Catherall

C. F. Chesney

M. W. Downing

N. M. Marecki

M. J. Westfall (2) *
Y Tech. Doc. Cntr.
(G Path/Tox File (S-26741)
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f‘x @ Summary
. A sens:tization study was conducted from December 10, 1986 to January
{ﬁ 7, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota with 50% $-26741 +

0.33% sodium lauryl sulfate in a microporous membrane. Two Yorkshire swine
received six topical induction applications of the potential antigen and

i were then subsequently challenged topically 14 days post induction. The
| average score following the chalienge dose was 3.5 out of a maximum score
1\3 of 4.0 compared to an average score of 0.0 after the first induction dose.
{ A 75% increase in irritation was noted when the challenge dose score was
3 compared to the average score for all six induction applications (2.0/4.0
& see Table 2). Both swine were also challenged with 50% S-26741 gel
it (without sodium lauryl sulfate) which resulted in an average score of
b 2.9/4.0 and with 0.33% sodium lauryl sulfate gel (without S-26741) whirh
o resulted in an average score of 0/4.0. Based on these results it is
R possible that the test material (S-26741) may be a potential skin
P sensitizing agent. However, the results are equivocal because this study
i‘ did not include a positive control group and the animal species (Yorkshire
) swine) chosen for this study is poorly understood as a model for skin

sensitization studies. It is possible that the use of Freund’s adjuvant

3 may have contributed to the increase in severity of irritation following

) the challenge dose. In addition, the severe dermal irritation noted in the
k, swine at the last induction application could have lowered the threshold
k? for irritation reactions to occur at a challenge site in the animals
by (Marzul1i & Maibach, 1983). Therefore, the challenge dose score may be a
% (jg% false positive with respect to skin sensitization.

Y The results of this study indicate that the test material should be
fﬁ. investigated further as a potential skin sensitizing agent.

ﬁ +

gi

33 Introduction

'.‘5 The object of this study was to explore the sensitization potential of
hg’ 50% S-26741 + 0.33% sodium lauryl sulfate in a microporous membrane in

X3 Yorkshire swine. This study was conducted for research and development
%f, purposes and is, therefore, not regulated by the Food and Drug

: Administration’s Good Laboratory Practice Regulation of 1978, although the
% standard operating procedures of this laboratory adhere to the general

%ﬁ principles of this regulation. The raw data generated by the Study

(A Director and the final report are stored in the conducting laboratory’s
L archives.
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Method and Results

Two Yorkshire X swine? were used to evaluate the sensitization

potential of the test article. All animals were held under quarantine for
several days prior to testing and only animals which appeared to be in good
health and suitable as test animals ¢t the initiation of the study were
used. The swine were housed in temperatBre and humidity controlled rooms
and permitted a standard laboratory giet- and water ad libitum. The test
method was a modification of Buehler=. The induction phase consisted of
six topical applications of the test article- on the dorsal shoulder girdle
of two animals, which had been clipped free of hair prior to the
application. The initial topical app]icatign also included two 0.2 ml
intradermal injections of Freund’s Adjuvant= (1:1 commercial adjuvant with
water) in an area close to where the test article was immediately applied.
The patches were secured and this in turn was overwrapped with elastic-1like
bandage material-. The patches were left in place for approximately a 24
hour contact period after which the patches and all residual test article
were removed. Six topical applications of the test article at three
applications per week (Monday, Wednesday and Friday) were applied to the
dorsal shoulder girdle of the two test swine._ Each of the six induction
applications were scored on a basis of 0 to 49 at 1 hour and 24 hours after
test article removal. Fourteen days after the final induction application,
the hair was removed from an area on the flank (postericr to the induction
site) and the test article was applied in the same fashion as it was
applied during the induction phase. This was left in place for one day.
Two additional materials were also administered to the flanks of the
animals, only at the challenge dose application. These materials were 50%
S-26741 gel (without sodium lauryl sulfate) and 0.33% sodium lauryl sulfate
gel (without S-26741). A1l challenge sites were evaluated one day and two
days after removal &f the patches, on a scale of 0 to 4, for erythema and
edema® (Table 1).

The protocol and principal personnel involved in the study are
contained in Appendices I - 1IV.

Ben Bartusek, Jr., New Prague, Minnesota

Pig Starter 4-4-4, Ralston Purina, St. Louis, MO

Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.
Dermat. 91:171 (1965).

A 40 square centimeter microporous membrane patch containing 50% S-26741
+ 0.33% sodium lauryl sulfate in a gel-like material. .

Difco Labg, Inc., Detroit, MI

= SCOTCHRAP™, 3M, St. Paul,

9 Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics, (1965)
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& TABLE 1
SENSITIZATION TEST - YORKSHIRE SWINE

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
) Edema Barely perceptible 1
(ﬁ%’ (Edges of area not defined)
>
Area definable but not raised more 2
1 mm.

Area well defined and raised approximately 3

1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8

Sﬁﬁ&
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APPENDIX I 1

PROTOCOL 831 7. ::::

“l
@ TEST: Modified Buehler? Sensitization Test : ;?é
a0
SPONSOR: 3M_RIKER Division s
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc., 6;
St. Paul, Minnesota gkt
X
TEST ARTICLE: 50% S-26741 + 0.33% Sodium cauryl Sulfate in_a Microporous Membrane ‘_"‘g
CONTROL ARTICLE: (Due to animal availability no positive control will be used).
PROPOSED STARTING/COMPLETION DATE OF TEST: 12/86 - 3/817 '
TEST SYSTEM: Yorkshire X Swine 1.
.
AGE: 3 - 5 Months R
0
SOURCE:  Ben Bartusek, Jr., New Prague, Minnesota :Eé}
o

_.63:.

OBJECTIVE: To determine the sensitization potential of the test article. &
Yorkshire X pigs will be used as the test system, because a possible hY
sensitization response has been observed in Yorkshire X pigs on a | '{
prior study. ";

f
3
ed_') METHOD: The method will be a modification of Buehler?. The animals will be -.f
’ housed individusﬂy in runs in temperature and humidity controlled <
rooms with food- and water offered ad 7ibitum. The animals’ numbers M{
will be placed on cards affixed to the outside of their cages and on ,:.5
tags affixed to the pigs ears. The test will be conducted in two ‘{:'ﬁ
phases; an induction phase and a challenge phase. The induction, phase ,'.'
will consist of nine topical applications of the test article- at 3 ® .
applications per week (Monday, Wednesday and Friday) in the hind AL
dorsal back area, which will be clipped free of hair prior to the 5
application procedure. The initial application will consist of tw ‘*_{",‘
injections of 0.2 ml (per injection - one/side) of Freund’s Adjuvant- L.
(1:1 commercial adjuvant with water) in each of the 2 animals that :\\‘\\
will be administered the test article. The test article will be P."
placed near the injection sites and firmly secured. The test article e
will. be left in place for approximately 24 hours, after which all i

P

residual test material will be removed. The subsequent applications
will be done in the same manner as the initial application excluding
the injection of adjuvant. Each_of the 9 induction applications will :
be scored on a basis of 0 to 4= at 1 hour and 24 hours after test P
article removal. Two weeks after the induction phase is complete, the .
hair will be removed from both flanks (avoiding the induction site).
The challenge phase will consist of one application of three separate
test articles. In addition to the original test article used for
induction, a microporous membrane containing 50% S-26741 only will be
applied and a microporous membrane containing 0.33% Sodium Lauryl
@ Sulfate only will be applied. A1l challenge articles will be applied
A :

K continued
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Riker Experiment No. 0386MS0737

Appendix 1 (continued) . 8.
832

and secured and left in place for 24 hours. The challenge sites will
be evaluated 1 and 2 days after removal of the test artéc1es. The
skin reactions will be scored on the basis of 0 to 4=. At the
discretion of the study director punch biopsies of the test sites may
be taken during the study and/or additional test articles may be
administered during the challenge phase of this study. A1l raw data
generated by the study director and the final report will be stored in
- the Riker Laboratories’ Archive, St. Paul, Minnesota.

2 Buehler, EV;Delayed Contact Hypersensitivity in the Yorkshire X
Pig, Arch. Dermat. 91:171 (1965)

Purina Pig Chow, Ralston Purina Co., St. Louis, Missouri

The test article dose will be ~ o aeams S-2674l Pea_PaTol,

Difco Laboratories, Inc., Detroit Mic¢higan

Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965)

‘ / ¢ szifiii“* <7£Qézll’b‘:> Al
Sponsor Dafe Study Director Date
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Riker Experiment No. __0386MS0737 [y

Appendix I (concluded)

Deviations and/or Amendments to Protocol

1. Due to the increasingly severe skin irritation and clinical signs, 'Q
$)

the induction phase will be limited to the first six applications.

J.L. Allen for Gene Harris 12/22/86 y
Study Director Date &

Study Director Date ﬁ%
o

; Study Director Date &ﬁ

Study Director Date

@ |
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APPENDIX 11

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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APPENDIX 111 835

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act

of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX IV

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Reszarch & Development studies are routinely picked

at random from the Archives by the Compliance Audit department for

review.
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Pathology and Toxicology 837
Riker Laboratories, Inc.
Building 270-35-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate

Sensitizaton Study

In Solution With Water And 5% Glycerin

in Albino Guinea Pigs

Riker Experiment No: 0386MG0769

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: December 10, 1986 to January 8, 1987
, « :
Conducted By: ,/A<§;Z:“* C%é qégi/bita 44§qé@7
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: WN [—20~§7
_ JfL. Allen, Ph.D. Date

Diplomate, A.B.T.
Research Toxicologist

. Allen.

. Catherall

. Chesney

. W. Downing

. M Marecki. ...
v Jdo Westfall~ £

£ -

Tech. Doc. Cntr.
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ath/Tox File (S-26741)
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Summary

A sensitization study was conducted from December 10, 1986 to
January 8, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota with 50%
S-26741 + 0.33% sodium lauryl sulfate in solution with water and 5%
glycerin. The albino guinea pigs were induced intradermally with test
article and then subsequently challenged topically. A positive control
group (5 animals) using 2,4-Dinitrochlorobenzene, was induced in the same
manner as the test group. Subsequent challenge of the test group resulted
in 0/10 positive responses while the positive control group showed 5/5
positive responses. The 0% sensitization rate classifies 50% S-26741 +
0.33% sodium Tauryl sulfate in solution with water and 5% glycerin as a
Grade I or weak sensitizer according to the Magnusson and Kligman rating
system. This indicates an extremely low allergenic potential, however, it
does not mean that the test article will never be a sensitizer, but rather
the probability of sensitization is very Tow. It should be noted that the
intradermal injections of S-26741 dosed at 0.125% is the maximum
concentration of drug that can be delivered intradermally without causing
mortalities (see study #0385MG0411).

Introduction

The object of this study was to determine the sensitization potential
of 50% S-26741 + 0.33% sodium lauryl sulfate in solution with water and 5%
glycerin in female albino guinea pigs. This study was conducted for
research and development purposes and is, therefore, not regulated by the
Food and Drug Administration’s Good Laboratory Practice Regulation of 1978,
although the standard operating procedures of this laboratory adhere to the
general principles of this regulation. The raw data generated by the Study
Dirﬁctor and the final report are stored in the conducting laboratory’s
archives.
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Method and Results

Twenty-two albino guinea pigs of the Hartley strain? were used to
evaluate the sensitization potential of the test article. Ehe test method
was modeled after that of Magnusson, B. and Kligman,an A.M.=.

An initial rangefinder was undertaken with two animals to determine an
appropriate irritating concentration for testing. The concentrations used
for the testing are shown in Table 1. The induction phase was accomplished
in two stages once this irritation had been determined. The initial stage
involved six intradermal injections (three per side) using ten animals for
the test article groups and ten animals for the positive control (DNCB)-
group. The injections were made in the dorsal shoulder girdie (2 x 4 cm
area) which had been clipped free of hair prior to injection. The
injection schedule f8r each side of the animals was as follows: 1) 0.1 ml |
of Freund’s adjuvant- (1:1 commercial adjuvant with water), 2) 0.1 ml of
the test article at the predetermined concentration by weight in an
appropriate vehicle (see Table 1), and 3) 0.1 ml of the test article at the
predetermined concentration by weight with the adjuvant. Seven days post
intradermal injectign, the predetermined topical concentration was applied
to a Readi-Bandage - adhesive dressing to saturation and placed on the
injection site area, which had been shaved prior to application, and
covered yith gauze. This in turn was firmly secured with elastic bandage
material-. The patches were left in place for two days after which the
patches and all residual test article were removed.

Fourteen days after the topical application, the hair was clipped from
an area on the flank (posterior to the injection site). A sub-irritating
concentration of the test article was applied to a Readi-Bandage adhesive
dressing in the same fashion as for the topical inductaon phase and left in
place for one day. The challenge sites were evaluated” one and two days
?ft§¥ removal of the patches on a scale of 0 or 4 for erythema and edema

Table 2).

g Hazleton Dutchland, Inc., Denver PA

= Magnusson, B. & Kligman, A.M. The Identification of Contact Allergens by

Animal Assay. The Guinea Pig Maximization Test. J. Invest. Derm., 52-268

(1969)

¢ 2.4-Dinitrochlorobenzene, Sigma Chemical Co., St. Louis, MO

6 Difco Labs, Inc., Detroit, MI

? Readi-Bandage , Parke, Davis & Co., Detroit, MI

- ElastoPlast , Biersdorf, Inc., S. Norwalk, CT Lawn NJ

9 Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics, (1965)
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The grading system used to arrive at a descriptive rating is located below.

Sensitization Rate (%) Grade Classification
0- 8 I Weak
9 - 28 I1 Mild
29 - 64 III Moderate
65 - 80 IV Strong
81 - 100 v Extreme

The results of the study are shown in Tables 3 - 5. The protocol,
principal personnel involved in the study, composition characteristics and
Quality Assurance statement are contained in Appendices I-IV.
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5.
TABLE 2
MAXIMIZATION SENSITIZATION TEST - ALBINO GUINEA PIGS
_Scoring Criteria for Skin Reactions
Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in coior 4
Edema Barely perceptible 1
(Edges of area not defined)
Area definable but not raised more 2
1 mm.
Area well defined and raised approximately 3
1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8
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TABLE 3

Maximization-Sensitization Test - Albino Guinea Pigs

“_,
St

ZLory. K

Rangefinder with 50% S-26741 + 0.33% Sodium Lauryl Sulfate In
Solution With Water And 5% Glycerin

RESULTS

T e gl
oo

Irritation Score for Skin Sites R
Concentrgtion 24 Hours After Samplie Removal g2
Tested Route Erythema Edema =

6G4297

6G4303

2 Sterile water, Vedco, Lot 05557 was used as the vehicle 4

0.125% Intradermal 1 1 e
Injection

0.125% Topical 0 0 2ol

YQNQ9Q%%6b656b6b&NCMQRQXQﬁE636bd3db6D65ﬁ565&5656&ﬂ?ﬁkﬂkﬁﬁb@%@bﬁbﬁbﬂbﬁﬁﬁkEfbhl‘“gg%
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lf
% TABLE 4 o

Maximization Sensitization Test - Albino Guinea Pigs T

g

with 50% S-26741 + 0.33% Sodium Lauryl Sulfate in
'l

Solution With Water And 5% Glycerin ﬁ&
RESULTS .

=

=

Irritation Scores for Skin Sites
After Sampie Removal

'

Animal One Day Two Days »
Number Ervthema Edema Ervthema Edema ?%
t 3
664910 0 0 0 0 ,
f"l
664916 0 0 0 0 y
6G4922 0 0 0 0
664928 0 0 0 0 .;;‘;‘
%) y
3 664934 0 0 0 0 2
ﬁ 6G4911 0 0 0 0 .
‘4
664917 0 0 0 0 ’3‘.
L
664923 0 0 0 0 ;g
664929 0 0 0 0
664935 0 0 0 0
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Percent Sensitized: O
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Meximization Sensitization Test - Albino Guinea Pigs
with DNCB2
RESULTS

Irritation Scores for Skin Sites
After Sample Removal

o 4% AT ASs KR SaV VAL VAP A ENR L AP FARSA Y PAR S L6005, € 5,8 R0\ 0 9.4 8.4 5, 8 5. 0 5.0 3

8435 8.

TABLE 5

x&l !
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Animal One Day Two_Days
Number Erythema Edema Erythema Edema
664912 1 0 1 0
6G4918 2 1 1 0
6G4924 2 1 2 1
6G4930 1 0 1 0
664936 1 0 1 0
Percent Sensitized: 100

2 Fastman Kodak, Sigma Chemical, Lot 44F-0565
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. alv 1-gible reproductiont Riker Experiment No.: 0386MG0769
. Bermit fufly Jogible TePROTHEEEL  opENDIX 846
PROTOCOL ‘ 9.
@ TEST: _Magnusson-Kligman Maximization-Sensitization Test pow-G-P E15
SPONSOR: 3M Pl 0 Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc., St. Paul, Minnesota

TEST ARTICLE: 20 % C 0eddl v 22 cop b ol Soviede yo i v toen £005% Gotnn

CONTROL ARTICLE: 2, 4 - dinitrochlorobenzene

N /
PROPOSED STARTING/COMPLETION DATE OF TEST: __ /3/J¢ — L//f 7

TEST SYSTEM: Hartley Strain, Guinea Pig
P
AGE: 6-30 weeks of age

SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts

OBJECTIVE: To determine the sensitization potential of the test article. Guinea pigs will be used as the test
system due to their historical use and ease of handling.

METHOD:  The method will be similar to that of Magnusson and Kligman?2 . The animals will be housed in
standard cages in temperature and humidity controlled rooms with food® and water ad libitum.
The animals’ numbers will be placed on cards affixed to the outside of their cages. An initial

@D rangefinder may be conducted if necessary to determine the appropriate concentrations of the
test article to be used in the test. The test will be conducted in two stages; and induction phase
and a challenge phase. The induction phase will consist of six intradermal injections (3 per side) in
each of 10 animals, for the test article, and in each of S__animals for the positive controi . The
injections will be made in the dorsal shoulder girdle which will be clipped free of hair prior to injec-
tion. The injection schedule will be (1) 0.1 ml of Freund's Adjuvant'ij (1:1 commercial adjuvant with
water), (2) 0.1 mi of the test article at the appropriate concentration with the adjuvant, and (3) 0.1 ml
of the test article at the appropriate concentration (in_twa7é=. ). One week post intradermal
injection an appropriate concentration and volume of the test article, will be placed near the injec-
tion site area and firmly secured. The area may be pre-treated with 10% SLS€ in petrolatum 1 day
prior to the patches being applied if the test article produces no irritation. The test article will be
left in place for 2 days, after which the wrappings and all residual test article will be removed. Two
weeks after the topical application, the hair.will be removed from an area on the flank (posterior to
the induction sites). A subirritating concentration of the test article will be applied, secured, and
left in place for 1 day. The challenge site will be evaluated 1 and 2 days after removal of the wrapp-
ing and all residual test article. The skin reactions will be scored on the basis of 0 to 4f anda
descriptive rating assigned . All raw data generated by the study director and the final report will
be stored in the Riker Laboratories’ Archive, St. Paul, Minnesota.

et i
TR T
a8 Magnusson, B. & Kligman, A.M.; The Identification of Contact Allergens ayﬁii‘nal'kfmj. D
The Guinea Pig Maximization Test. J. Invest. Derm. 53:268 (1969)

b Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri DEC 12 ¥5do
€ 24-Dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouri
d Difco Laboratories, Inc., Detroit, Michigan 5
e Sodium Lauryl Sulfate, Sigma Chemicai Co., St. Louis, Missouri PAOLOGY AND TORICOLOGY
x f  Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmelics {1965)
@ Published by the Editorial Committee of the Association of Food and Dru
vicials of the United States. /d ;f
b O ~ k86 o T Azl ofos,
Sponsor Date “Study Director Date
)
3“."‘3 Form 18171:14 B PWO
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Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

o P
o o

G. E. Hart Master Laboratory Technician
Acute Toxicology

-

o]
S

-

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

]

L

—
»

e

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

g

J. L. Allen, Ph.D. Research Toxicologist 0

Acute Toxicology %

YRk

@} G. C. Pecore Supervisor ¢ |

Animal Laboratory

!

o
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APPENDIX 111 .

Composition Characteristics

This study is not regulated by the Good Laboratory Practice Act
of 1978 and therefore information pertaining to composition

characteristics is not applicable for inclusion in this study.
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APPENDIX 1V

Quality Assurance Statement

This study is not officially regulated by the Good Laboratory
Practice Regulation of 1978, and therefore a statement signed and
prepared by the Compliance Audit department is not applicable.

The standard operating procedures of this laboratory does adhere
to the general principles of this regulation. The Compliance Audit
department does inspect differenct significant phases for studies
underway in the Acute Toxicology Laboratory on a recurring cycle, and
the facilities are examined on a three month schedule. In addition a
select number of Research & Development studies are routinely picked
at random from the Archives by the Compliance Audit department for

review.
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with Hydroxypropylmethylcellulose Gel Containing 50%

Sensitizaton Study

Pyridostigmine Bromide

in Albino Guinea Pigs
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Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.
qii? Dates Conducted: March 4, 1987 to April 2, 1987
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Summary

A skin sensitization study was conducted from March 4, 1987 to April 2,
1987 at Riker Laboratories, Inc., St. Paul, Minnesota. The results indicate
that hydroxypropylmethyicellulose gel containing 50% pyridostigmine bromide is a
potentially moderate sensitizer with positive responses noted in 4/9 animals.

An individual animal was considered positive in this test if irritation was
noted in the animal at the challenge dose evaluation. The initial induction
dose application score for each animal in this study was zero.

A11 animals in all groups in this study received two, 0.1 ml intradermal
injections of Freund’s complete adjuvant just prior to the initial induction
dose.

Ten female a]Sino guinea pigs in the test article group received six
. topical induction applications of the potential anfigen and subsequently
challenged topically 14 days post induction. One animal in the test article
group was found dead after dose administration of the challenge dose
application. Tremors and salivation were noted in one animal at approximately
one hour after dose administration of induction dose # 6. The animal found dead
is not included in the final evaluation, although the irrijtation scores for this
animal are listed in Table 2. Due to the adverse effects noted in the test
article-treated animals by the end of the sixth induction application, no
further induction applications were administered to avoid mortality of the study
animals. The initial dose mean irritation score for the test article group was
zero and the group mean irritation score for all six induction applications was
0.04. The mean irritation score at the challenge dose was 0.25. The large
increase in irritation scores at the challenge dose compared to the induction
phase is also indicative of a positive sensitization response.

A sham control group of ten animals received the initial application of two

0.1 ml intradermal injections of Freund’s complete adjuvant without being

e st
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induced with the six induction applications of the test material. The sham
control group received the same dose, exposure and observations as the test
article group during the challenge phase of the study. There was no dermal
irritation evident in all sham control animals at the challenge dose evaluation.
The results indicate the administration of adjuvant did not influence the degree
of irritation noted in the test article group at the challenge dose evaluation.
A positive control group of ten animals using 2,4-Dinitrochlorobenezene,
was induced in the same manner as the test article group. Subsequent challenge
of the positive control group showed extreme sensitization with 10/10 animals
showing a positive response. The initial dose mean irritation score for the
positive control group was zero and the mean irritation score for all six
induction applications was 0.38. The mean irritation score for the positive
control group at the challenge dose was 1.70. The large increase in irritation
at the challenge dése when compared to the induction phase is also indicative of

a positive sensitization response in the positive control group.

Introduction

The object of this study was to determine the sensitization potential of
hydroxypropyIlmethylcellulose gel containing 50% pyridostigmine bromide in female
albino guinea pigs. This study was conducted in accordance with the Food and
Drug Administration’s Good Laboratory Practice Regulation of 1978. The raw data
generated by the Study Director and the final report are stored in the

conducting laboratory’s archives.
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Method and Results
Thirty albino guinea pigs of the Hartley str‘ain'§ were used tc evaluate

the sensitization potential of the hydroxypropylmethylcellulose gel
containing 50% pyridostigmine bromide. All animals were held under
qguarantine for several days prior to testing and only animals which
appeared to be in good health and suitable as test animals at the
initiation of the study were used. The guinea pigs were housed in
temperature and humidity controlled rooms and permitted a standard

laboratory dietb and water ad libitum. The test method was a modification

of BuehlerS.

The induction phase consisted of six topical applications of the test
artic]e‘-j on the dorsal shoulder girdle of ten animals, which had been
clipped free of hair prior to the application. The initial topicaf
application also included two 0.1 ml intradermal injections of Freund’s
Adjuvantg (1:1 commercial adjuvant with water) close to the area where the
test article was immediately appliied. The patches were secured with gauze
and this in turn was firmly secured with elastic bandage materialf. The
patches were left in place for an approximately 24 hour contact period
after which the patches and all residual test ariic]e were removed. Each
application was then scored on a scale of 0 to 4 for erythema and edema?
(Table 1) at approximately 24 hours after each test article removel. Six
- topical applications of the test article at three applications per week

(Monday, Wednesday and Friday) were applied to the dorsal shoulder girdle

of the ten test guinea pigs. Fourteen days after the final application,

Charles River Breeding Laboratories, Inc., Wilmington, MA

Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO

Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.
Dermat. 91:171 (1965)

Approximately 0.1 ml dose for each application

Difco Labs, Inc., Detroit, MI

Elastoplast , Beiersdorf, Inc., South Norwalk, CT
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‘ 4.
the hair was removed from an area on the flank (posterior to the induction
site) and the test article applied in the same fashion as for the induction-
phase. This was left in place for approximately 24 hours. The challenge
sites were evaluated one day and two days after removal of the patches, on
a scale of 0 to 4 for erythema and edema.

The positive control (DNCB)D group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of 0.1%
DNCB in propylene glycol for induction and 0.05% for the challenge. A sham
control group of ten animals received the initial application of two 0.1 mi
intradermal injections of Freund’s complete adjuvant without being induced
with the six induction applications of the test material. The sham control
group received the same dose, exposure and observations as the test article
group during the challenge dose phase of the study. The results of the
éﬁ%} study are shown in Tables 2-4. The following grading system was used to

arrive at a descriptive rating:

Sensitization Rate (%) Classification
0-10 Weak
20 - 30 Mild
40 - 60 Moderate
70 - 80 Strong
90 - 100 Extreme

The protocol, principal personnel involved in the study, composition
characteristics and Quality Assurance statement are contained in

§§§& Appendices I-IV.
h 2,4-Dinitrochlorobenzene, Kodak, Lot AllG
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TABLE 1
SENSITIZATION TEST - ALBINO GUINEA PIGS

Scoring Criteria for Skin Reactions

Reaction Description Score

5

Erythema Barely perceptible 1
(Edges of area not defined)

] Pale red in color and area definable 2
Definite red in color and area well 3
defined.

Beet or crimson red in color 4
Edema Barely perceptible 1
613 (Edges of area not defined)
Area definable but not raised more 2
1 mm. .

Area well defined and raised approximately 3

1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8
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) TABLE 3 1
a9 ¢
‘;@ Guinea Pig Skin Sensitization Study With Hydroxypropylmethylcellulase ,::',
ey Gel Containing 50% Pyridostigmine Bromide Y
(Sham Control Group) ’ ]
Results N
XA
Challenge )
Dose o:::a
Animal # Hour 24 48 R
Erythema 0 0 ::,.‘4*-‘
76899 Edema 0 0 ot
. Average 0 ';
]
Erythema 0 0 ;
7G905 Edema 0 0 D i
Average 0 B
Erythema 0 0 e
76911 Edema 0 0 *:;.;;
Average 0 var
9
Erythema 0 0 TN
7G917 Edema 0 0 i
Average 0 \
. Erythema 0 0 ‘;:I
%’7 76923 Edema 0 0 S
i Average 0 ,‘.
s
Erythema 0 0 :'»‘
7G900 Edema 0 0 9
Average 0 eh
Erythema 0 0 ;1-
7G906 Edema 0 0 ‘
Average 0 ;:,:5
Erythema 0 0 e
7G912 Edema 0 0 b
Average 0 3
i
Erythema 0 0 St
76918 Edema o . 0 3
Average 0 e Y
‘ Erythema 0 0 , 4
76924 Edema 0 0 tg
Average 0 3
3%‘".';'
Group Challenge Dose Average = 0 p A
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RIKER Experiment No.: _ 0387MG0O5]

APPENDIX 1
859
@S} TEST: Modified Buehler? Semsitization Test
SPONSOR:  3M RIKER Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc.,
St. Paul, Minnesota oo

Hy0ro+y PaoPilmar dylcalu bos. A« Contanily S0k wfw PNRIOSHEwIRG

TEST ARTICLE: _BRowve | Loy TN WRQYR

éOSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87
TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex)

AGE: 6-10 weeks

SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts

OBJECTIVE: To determine the sensitization potential of the test article. Guinea
pigs will be used as the test system due to their historical use and
ease of handling.

p METHOD: The method will be a modification of Buehler?. The animals will be
iiﬁ} housed in_standard cages in temperature and humidity controlied rooms
with food- and water offered ad 1ibitum. The animals’ numbers will be

placed on cards affixed to the outside of their cages. The test will

be conducted in two phases; an induction phase and a challenge phase.

The inductioe phase will consist of nine topical applications of the

test article- at three applications per week (Monday, Wednesday and

Friday) in the dorsal shoulder girdle, which will be clipped free of

hair prior to the application procedure. The initial procedure will

consist of two ipjections of 0.1 ml {per injection - one/side) of

Freund’s Adjuvant- (1:1 commercial adjuvant with water) in each of the

ten animals that will be administered the test article and in gach of

the ten animals that will be administered the positive control=. The

test article will be placed near the injection sites and firmly

secured. The test article will be left in place for approximately 24

hours, after which all residual test material will be removed. The

! subsequent applications will be done in the same manner as the initial
§ . application excluding the injection of adjuvant. The positive control
group will be dosed in the same manner as the test article group.

Each animal will be evaluated- for signs of skin irritation

approximately 24 hours after removal of the test article for each of

the nine exposures. Two weeks after the induction phase is complete,

_ the hair will be removed from an area on the flank (posterior to the

e iinduction site). The test article will be applied to the site,
. - - ---+- secured and left in place for approximately 24 hours. The challenge
) sites will be evaluated approximately 24 and 48 hours after removal
6??3 . lof all test articles. A1l skin reactions will be scored on the basis
ok 'of 0 to 4-. An additional sham control group of ten animals will

L, WS R A L L T K G AT 8 AL T ISR M T R g B I M R N g RN, W S
L-&E»b-:‘i&-rbws;,v-._-.‘,o*.;e_u;m*._a:._-x}ma-&:trl'w’l‘n‘_\t"é&hW;fh&%‘;\&*fh}}?ﬂ‘};})ﬁ{rﬁ'r’ﬂ AR WL AL R AR LR R SR L
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PROTOCOL (continued) ' B
‘ METHOD: receive the initial application of two injections of 0.1 ml of 2]
Freund’s adjuvant without being induced with the nine induction =)
applications of the test material. The sham control group will R
receive the same dose, exposure and observations as the test article 0
group during the challenge dose phase of the study. The sham control g
group and the test article group will be utilized to compare any N
differences between the two groups in severity of skin irritation i;
present at the challenge dose site. The comparison should allow the
study director to separate irritation caused by the test material that %
may be present only because the animals received adjuvant alone from 83
irritation that is indicative of sensitization due to the nine y

induction applications. All raw data generated by the study director

and the final report will be stored in Riker Laboratories’ Archives, ot
St. Paul, Minnesota. -;
%
A
3
i

s &

-4

Buehler, EV; Delayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.
91:171 (1965)

Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

The test article dose will be 0.1 ml

wr aw
0y
XA

A
Difco Laboratories, Inc., Detroit, Michigan :
0.1 ml of 2,4-dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouri
- Draize: Appra1sa1 of the Safety of Chemicals in Foods, Drugs and Cosmetics
(1965)
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Deviations and/or Amendments to Protocol

1. The induction phase will be 1imited to 6 doses. Reason for change:

to avoid mortality in the study animals due to test material.

Gene L. Harris 3/17/87

Study Director Date

2. Pyridostigmine bromide may also be named "S-26741" in this study.

Reason for change: S-26741 is the Riker name given to pvridostigmine

bromide.

Gene L. Harris

4/16/87
. Study Director Date
&
‘ Study Director Date
4,
Study Director Date

¥
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2 APPENDIX 1T

Principal Participating Personnel Involved in the.Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads : Jr. lLaboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

. G. C. Pecore Supervisor
ﬁ;‘ Animal Laboratory

"
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APPENDIX 11}

. 863
@g& Test and/or Control Article Characterization

for

H\(DQOXYPquL mathyle cilvbose gel CON'\O\N;Q& So?om/wf‘p\m.oo§1;5m.be Breyming
¢ v usg9)

1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _R F& |y2¢3 —2/22/89

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented.
[dYes 0 No ﬁ:f t 72 b 2/23/57
—~f

3. The stability of the test and/or control substances heave-been-determined
er will be determined as;e#-"' 5 end of 03 Adedy .
Tt TUb (223 (42)

The above information and documentation are located in the sponsor’s records.

W
®
$poasararSponsor Representative Date

it o T [ 2/20/5)

y T
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APPENDIX IV

TY N TEMENT

Acute Toxicology Laboratory Studies
Study No.: OZ87MGOOS(

This short term study was audited by Compliance Audit and the
final report examined against the raw data on AD'”{/ 2’, 1757 .

The results of the audit were reported to the study director and to
management on A’Pn / 21,1487 .

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

Audit on a three month schedule.

PRIV s feos, D

Compliance Audit

21~
Date
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Pathology and Toxicology 65
) Riker Laboratories, inc. 8
' Building 270-35-05, 3M Center COMPANY CONFIDENTIAL
St. Paul, Minnesota 55144-1000
Sensitizaton Study
with Hydroxypropylmethylcellulose Gel Containing 50%
Pyridostigmine Bromide, Lot # FN4588
in Albino Guinea Pigs
Riker Experiment No: 0387MG0052
Conducted At: Pathology and Toxicology
: Riker Laboratories, Inc.
e Dates Conducted: March 4, 1987 to April 2, 1987
Conducted By: )C%»\ 5/ 744/1/»0 V/D/A’7
G. L. Harris, B.S. Date’
Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: W L-22-F7 |

J. L. Allen, Ph.D. Date b
Diplomate, A.B.T. ,
Research Toxicologist

dc: . Catherall
. Downing
.M. Marecki
M.J. Westfall (2) 4
Tech. Doc. Center

Path/Tox Files
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" jrritation score for the test article group at the challenge dose was 0.22.

Summary

A skin sensitization study was conducted from March 4, 1987 to April

2, 1987, at Riker Laboratories, Inc., St. Paul, Minnesota. The results
indicate that Hydroxypropylmethylcellulose gel containing 50%
pyridostigmine bromide is a potentially moderate sensitizer with positive
responses noted in 4/9 animals. An individual animal was considered
positive in this test if irritation was noted in the animal at the
challenge dose evaluation. The initial induction dose application score
for each animal in this study was zero.

Ten female albino guinea pigs in the test article group received six
topical induction applications of the potential antigen and subsequently
challenged topically 14 days post induction. - One of the animals (7G864)
appeared pregnant during the second week of the study and, therefore, is
not included in the final evaluation, although the irritation scores for
this animal are listed in Table 2. Salivation and tremors were noted in
one animal (7G852) at one hour after dose administration of the sixth
induction application. Due to the adverse effects in test article-treated
animals by the end of the sixth induction application, no further induction
applications were administered to avoid mortality. The initial dose mean
irritation score for the test article group was zero and the mean Y

irritation score for all six induction applications was 0.03. The mean

The large increase in irritation scores for the chalienge dose compared to
the induction phase is also indicative of a positive sensitization

response.

5
j
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867 2.

@E@% A positive control group of ten animals using
2,4-Dinitrochlorobenzene, was induced in the same manner as the test
article group. Subsequent challenge of the positive control group showed
extreme sensitization with 10/10 animals showing a positive response. The
initial dose mean irritation score for the positive control group was zero
and the mean irritation score for all six induction applications was 0.23.
The mean irritation score for the positive control group at the challenge
dose was 1.33. The large increase in irritation noted at the challenge
dose when compared to the induction phase is also indicative of a positive

sensitization response in the positive control group.

Introduction
The object of this study was to determine the sensitization potential
Ggi‘ of hydroxypropyimethylcellulose gel containing 50% pyridostigmine bromide,
Lot # FN4588, in female albino guinea pigs. This study was conducted in
accordance with the Food and Drug Administration’s Good Laboratory Practice
Regulation of 1978. The raw data generated by the Study Director and the

final report are stored in the conducting laboratory’s archives.

R R R T D R o A e A N A AT L S e A A
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3%% Method and Results

Twenty albino guinea pigs of the Hartley strain®

were used to evaluate
the sensitization potential of hydroxypropyimethylcellulose gel containing
pyridostigmine bromide, Lot # FN4588. A1l animals were held under
quarantine for several days prior to testing and only animals which
appeared to be in good health and suitable as test animals at the
initiation of the study were used. The guinea pigs were housed in
temperature and humidity controlled rooms and permitted a standarc

b

laboratory diet- and water ad libitum. The test method was a modification

of BuehlerS.
The induction phase consisted of six topical applications of the test

articl e‘-j

on the dorsal shoulder girdie of ten animals, which had been
clipped free of hair prior to the application. The test article was

Ggf? secured with gauze and this in turn was firmly secured with elastic bandage
materialf. The patches were left in place for approximately a 24 hour
contact period after which the patches and all residual test article were
removed. Each application was then scored on a scale of 0 to 4 for
erythema and edema? (Table 1) at approximately 24 hours after each test
article removal. Six topical applications of the test article at three

applications per week (Monday, Wednesday and Friday) were applied to the

dorsal shoulder girdle of the ten guinea pigs. Fourteen days after the

Charles River Breeding Laboratories, Inc., Wilmington, MA

Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO

Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.
Dermat. 91:177 (1965)

0.1 ml dose for each application

Difco Labs, Inc., Detroit, MI

Elastoplast , Beiersdorf, Inc., South Norwalk, CT

Draize: Appra1sa1 of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).
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869 4,

final induction application, the hair was removed from an area on the flank
{posterior to the induction site) and the test article was applied in the
same fashion as in the induction phase. This was left in place for
approximately 24 hours. The challenge sites were evaluated one day and two
days after removal of the patches, on a scale of 0 to 4 for erythema and
edema.

The positive control (DNCB) group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of 0.1%
DNCB in propylene glycol for induction and 0.05% for the challenge. The
results of the study are shown in Tables 2 and 3. The following grading

system was used to arrive at a descriptive rating:

Sensitization Rate (%) Classification
0-10 Weak
20 - 30 Mild
40 - 60 Moderate
70 - 80 Strong
90 - 100 Extreme

The protocol, principal personnel involved in the study, composition
characteristics and Quality Assurance statement are contained in

Appendices I-1V.
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éggg TABLE 1

SENSITIZATION TEST - ALBINO GUINEA PIGS

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
) Edema Barely perceptible 1
ig (Edges of area not defined)
Fyty {'7
Area definable but not raised more 2 \
1 mm.

_. .
53 ’...a:«.%

w
o L
el

Area well defined and raised approximately
1 mm.

j Area raised more than 1 mm.

oo

Maximum Primary Irritation Score =

ALE-E SO

i
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' s RIKER Experiment No.: _0387MG0052 'é
’ ' APPENDIX 1 ;
N 8. r
. PROTOCOL or IEP i
]
] 633& TEST: Modified Buehler? Sensitization Test f&
SPONSOR:  3M RIKER Division
o
4 CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc., {}
; St. Paul, Minnesota .. C .
3 HyDeoxwy Prep il madnylcillokesy 45 ComtuninG  TO%h wlw PNRDEINGMING Beomtoe i}
t TEST ARTICLE: bot # FOUSEX 0
POSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene é@
3 ‘l “
% PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 1/87 gg
] .
) TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex) >?,
AGE: 6-10 weeks %?
SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts Sg
l’Q“
N
OBJECTIVE: To determine the sensitization potential of the test article. Guinea kg
pigs will be used as the test system due to their historical use and o
ease of handling. i
l,
METHOD: The method will be a modification of Buehler®. The animals will be §§
qij; housed inbstandard cages in temperature and humidity controlled rooms S
= with food- and water offered ad 1ibitum. The animals’ numbers will be v,
placed on cards affixed to the outside of their cages. The test will $§
be conducted in two phases; an induction phase and a challenge phase. gt
The inductioa phase will consist of nine topical applications of the 3&
test article- at three applications per week (Monday, Wednesday and i
Friday) in the dorsal shoulder girdle, which will be clipped free of
hair prior to the application procedure. A group of ten animals will g
be administered .the test article and an additjonal group of ten gk
animals will be administered the positive control=. The test article 3
will be applied and firmly secured. The test article will be left in 3
place for approximately 24 hours, after which all residual test A
material will be removed. The subsequent applications will be done in '
the same manner as the initial application. The positive control
group will be dosed in the same_manner as the test article group. I
Each animal will be evaluated= for signs of skin idrritation W
d . approximately 24 hours after removal of the test article for each of oty
. the nine exposures. Two weeks after the induction phase is complete, :r
. the hair will be removed from an area on the flank (posterior to the 5
] induction site). The test article will be applied to the site,
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APPENDIX 1 (continued) st B

PROTOCOL (continued) 73 §

A

égg? METHOD: secured and left in place for approximately 24 hours. The challenge yﬁg

sites will be evaluated approximately 24 and 48 hours after removal
of all test articles. A1l skin reactions will be scored on the basis 8%
of 0 to 4-. i

ey

L § <)

Buehler, EV; Delayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.

81:171 (1965)

Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

The test article dose will be 0.1 m

0.1 ml of 2,4-dinitrochiorobenzene, Sigma Chemical Co., St. Louis, Missouri

?raiz§: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
1965
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il 10.

M Riker Experiment No. _ 0387MG0052

b . 879
é&; ,ﬁﬁ Appendix I (concluded)

e Deviations and/or Amendments to Protocol

() 1. The induction phase will be 1imited to 6 doses. Reason for change:

X to avoid mortality in the study animals due to test material.

R :
ah Gene L. Harris 3/17/81
Study Director Date

> 2. Pyridostigmine bromide may also be named by S-26741 in the raw data

’Qﬁg of this study. Reason for change: two different names for the same
3

0] thing, S-26741 in_the Riker # given to pyridostigmine bromide.

ﬁs Gene L. Harris 4/13/87
! Study Director Date
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}. Study Director Date
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1.

APPENDIX 11

Principal Participating Personnel Involved in the.Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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APPENDIX IHl ' . ,4:;3

il Test and/or Control Article Characterization e

for ‘5‘!'

“\IDQOXYPRQ(»A iyl e lubose gel CCN'\Q\N;Q\(} Sof u.)[u)?-{mooc":jm.'ue Breymog !;:::
(¢ » usgR) i

1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined oy
and documented as of _ R F& ly2c —2/29/8) . P

!

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is "
documented. @;.4

O Yes O No it & 72 P 2723782 ey
-~

3. The stability of the test and/or contro! substances have-been-determined ,|:0
or will be determined as-of ™[I end of U3 Sdedy . )

4%;(“72;5 (2/+2742) »
The above information and documentation are located in the sponsor’s records. :,gf

. »
Date P y

AoiZ o T e 2/2/5) 4
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@d APPENDIX IV
QUALITY ASSURANCE STATEMENT
Acute Toxicology Laboratory Studies
Study No.: O387MLBOS2
This short term study was audited by Compliance Audit and the
final report examined against the raw data on A‘Pfil Z(', I787 .
The results of the audit were reported to the study director and to
management on A‘P” X 7'(! 1757
In addition to the data audit, different significant phases for
studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance
(ﬁi? Audit on a three month schedule.

DO-Un. Usarfoe )

Compliance Audit

4-21- &

Date '

2 27
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Riker Laboratories, Inc. 873

Building 270-35-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with Hydroxypropylmethylcellulose Gel Containing 30%

Sensitizaton Study

Pyridostigmine Bromide and 0.21% Docusate Sodium

in Albino Guinea Pigs

Riker Experiment No: 0387MG0054

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 4, 1987 to April 2, 1987
Conducted By: '/(%‘ﬁ f %é/lﬂ/»o y/QéZ
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: w&/ “-22-£7

JYL. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

dc: R.T. Catherall
M.W. Downing
N.M. Marecki
B30 Vestfzy .
Tech. Doc. Center
Path/Tox File
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8850 1.
:&"éﬁ Summary

’ A skin sensitizatfon study was conducted from March 4, 1987 to April 2,
1987 at Riker Laboratories, Inc., St. Paul, Minnesota. The results indicate
that hydroxypropyimethylcellulose gel containing 30% pyridostigmine bromide and
9.21% docusate sodium is a potentially extreme sensitizer with positive
responses noted in 7/8 animals. An individual animal was considered positive in
this test if irritation was noted in the animal at the challenge dose
evaluation. The initial induction dose application score for each animal in
this study was zero.

A1l animals in all groups in this study received two, 0.1 ml intradermal
injections of Freund’s complete adjuvant just prior to the initial induction
dose.

Ten female albino guinea pigs in the test article group received six

‘ii? topical induction applications of the potential antigen and subsequently

' challenged topically 14 days post induction. Two animals in the test article
group were found dead just after dose administration of the sixth induction
application. Tremors and salivation were noted in these animals prior to death.
The two animals found dead are not included in the final evaluation, although
the irritation scores for these animals are listed in Table 2. Due to the
adverse effects noted in test article-treated animals by the end of the sixth
inductin application, no further induction applications were administered to
avoid additional mortality of the study animals. The initial dose mean
irritatin score for the test article group was zero and the mean irritation
score for all sik induction applications was 0.30. The mean irritation score at

the challenge dose was 1.06. The large increase in irritation scores at the

;.
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..
<%
o

8§81 2.

challenge dose compared to the induction phase is also indicative of a positive

"w‘f T . -~
SN

T

sensitization response.

A sham control group of ten animals received the initial application of two

®
0.1 ml intradermal injections of Freund’s complete adjuvant without being ‘$§
induced with the six induction applications of the test material. The sham %EE
Eontro] group received the same dose, exposure and observations as the test :3§
article group during the challenge phase of the study. There was no dermal Ta}
irritation evident in all sham control animals at the challenge dose evaluation. ;:i
The results indicate the administration of adjuvant did not influence the degree &:
of irritation noted in the test article group at the challenge dose evaluation. 323
A positive control group of ten animals using 2,4-Dinitrochlorobenezene, Sﬁa

was induced in the same manner as the test article group. Subsequent challenge :%
of the positive control group showed extreme sensitization with 10/10 animals :ﬁi
showing a positive response. The group initial dose mean irritation score for §§§
éﬁ?é the positive control group was zero and the group mean irritation score for all féé
six induction applications was 0.38. The mean irritation score for the positive pgé
control group at the challenge dose was 1.70. The large increase in irritation 5}%
noted at the challenge dose when compared to the induction phase is also ‘
indicative of a positive sensitization response in the positive control group. .{‘
o

3ﬂi

Introduction Qar
The object of this study was to determine the sensitization poténtia] of gﬁg

hydroxypropylmethylcellulose gel containing 30% pyridostigmine bromide and 0.21%

»

e

docusate sodium in female albino guinea pigs. This study was conducted in ?gﬁ
accordance with the Food and Drug Administration’s Good Laboratory Practice .
Regulation of 1978. The raw data generated by the Study Director and the final iﬁﬁ
report are stored in the conducting iaboratory’s archives. ;;f

@.
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882 3.

: Method and Results

gggs Thirty albino guinea pigs of the Hartley strain? were used to evaluate
the sensitization potential of the hydroxypropyimethylcellulose gel
containing 30% pyridostigmine bromide and 0.21% docusate sodium. All
animals were held under quarantine for several days prior to testing and
only animals which appeared to be in good health and suitable as test
animals at the initiation of the study were used. The guinea pigs were
housed in temperature and humidity controlled rooms and permitted a
standard laboratory dietb and water ad l1ibitum. The test method was a

modification of Buehler®.

The induction phase consisted of six topical appliications of the test
articleg on the dorsal shoulder girdle of ten animals, which had been
clipped free of hair prior to the application. The initial topical

cigg application also included two 0.1 ml intradermal injections of Freund’s
o4 Adjuvantg (1:1 commercial adjuvant with water) close to the area where the
test article was immediately applied. The patches were secured with gauze
and this in turn was firmly secured with elastic bandage materihlf. The
patches were left in place for an approximately 24 hour contact period
after which the patches and all residual test article were removed. Each
application was then scored on a scale of 0 to 4 for erythema and edema?
(Table 1) at approximately 24 hours after each test article removel. Six
_topical applications of the test article at three applications per week
. (Monday, Wednesday and Friday) were applied to the dorsal shoulder girdle
of the ten test guinea pigs. Fourteen days after the final app1iéation,

g Charles River Breeding Laboratories, Inc., Wilmington, MA

c Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO
& = Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.,
oy g Dermat. 91:171 (1965)
' H 0.1 m1 dose for each application
; Difco Labs, Inc., Detroit, MI
- Elastoplast , Beiersdorf, Inc., South Norwalk, CT

—
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8.

the hair was removed from an area on the flank (posterior to the induction
site) and the test article applied in the same fashion as for the induction
phase. This was left in place for approximately 24 hours. The challenge
sites were evaluated one day and two days after removal of the patches, on
a scafe of 0 to 4 for erythema and edema.

The positive control (DNCB)b group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of DNCB
in propylene glycol for induction and for the challenge. A sham control
group of ten animals received the initial application of two 0.1 ml
intradermal. injections of Freund’s complete adjuvant without being induced
with the six inéuction applications 6f the test material. The sham control
group received the same dose, exposure and observations as the test article
group during the challenge dose phase of the study. The results of the
study are shown in Tables 2-4. The following grading system was used to

arrive at a descriptive rating:

Sensitization Rate (%) Classification
0 -10 Weak
20 - 30 Mild
40 - 60 Moderate
70 - 80 Strong
90 - 100 Extreme

The protocol, principal personnel involved in the study, composition
characteristics and Quality Assurance statement are contained in
Appendices I-IV.

h 2,4-Dinitrochlorobenzene, Kodak, Lot AllG
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:{ls
iy 1y TABLE 1
! SENSITIZATION TEST - ALBINO GUINEA PIGS
5{’-.; Scoring Criteria for Skin Reactions
)
i
ut®
“ Reaction Description Score
s
" Erythema Barely perceptible 1
e (Edges of area not defined)
55;' Pale red in color and area definable 2
%
‘ } Definite red in color and area well 3
‘{.; defined.
‘-
Beet or crimson red in cofor 4
i
:
ey Edema Barely perceptible 1
;%f; QTN (Edges of area not defined)
v Area definable but not raised more 2
&% . 1 mm.
. Area well defined and raised approximately 3
!M! 1 mm.
i;g Area raised more than 1 mm. 4
R
'&‘t Maximum Primary Irritation Score = 8
(]
N
L)
)
(> "
b
i
b .j“)
i
:
e
(3
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A
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! TABLE 3 i
{'( t Guinea Pig Skin Sensitization Study With Hydroxypropylmethylcellulose

:5 @» Gel Containing 30% Pyridostigmine Bromide and 0.21%

Docusate Sodium (Sham Control Group) 2

N Results ‘
,::* Challenge

i Dose '
0% Animal # Hour 24 48

. : Erythema 0 0 5
1;3 7G901 Edema 0 0

R Average 0 !
t{} Erythema 0 0

y 7G307 Edema 0 0

o Average 0

Al

ﬁf ' Erythema 0 i)

e 7G913 Edema 0 0

’ Average 0

Erythema 0 0

N 76919 Edema 0 0

] Average . 0
W Erythema 0 0
L5 7G925 Edema 0 0
o e Average 0
. A
\ Erythema 0 0

76902 Edema 0 0
v
.‘:‘ Average 0
h.

. Erythema 0 0
X2 7G908 Edema 0 0
5" Average 0

% Erythema 0 0

7G914 Edema 0 0

o Average 0 .
5; Erythema 0 0
.4} . 7G920 Edema 0 0
;- : Average 0
3 Erythema 0 0
Y 76926 Edema 0 0
o Average 0
:"pé
N Group Challenge Dose Average = 0
7y s
&
i
e
N

l

4
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- APPERDIX 1 9. 0
. PROTOCOL 888 iy, P
‘ %
d tas . 'Q':;t
@§§§ TEST: Modified Buehler- Sensitization Jest é\:
A
SPONSOR: 3M ___RIKER Division
CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc., }y§
St. Paul, Minnesota _ . ) it
HyDrory DROYL Myl eallohete A<l Condmming  30% PYIROesngmine Bromiog ‘ .:',
TEST ARTICLE: fwno 0O.21% Docosaks, Sodwm , tor TN USKG il
< hafad
POSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene x
} )
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87 :ﬁ%
Bty
TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex) :%ﬁ
AGE: 6-10 weeks Q.;
o
SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts fﬁ%
i
S
0BJECTIVE: To determine the sensitization potential of the test article. Guinea ?f;
pigs will be used as the test system due to their historical use and v,l:o'
ease of handling. ] '&"
LA
METHOD: The method will be a modification of Buehler?. The animals will be sﬁs
; housed inbstandard cages in temperature and humidity controlled rooms i
iﬁi; with food- and water offered ad 1ibitum. The animals’ numbers will be .
placed on cards affixed to the outside of their cages. The test will .~f
be conducted in two phases; an induction phase and a challenge phase. 67
The inductioa phase will consist of nine topical applications of the :
test article- at three applications per week (Monday, Wednesday and ‘ﬁ
Friday) in the dorsal shoulder girdle, which will be clipped free of ote
hair prior to the application procedure. The initial procedure will ®
consist of two {pjections of 0.1 ml (per injection - one/side) of AN
Freund’s Adjuvant= (1:1 commercial adjuvant with water) in each of the s
ten animals that will be administered the test article and in gach of o
the ten animals that will be administered the positive control=. The S0
test article will be placed near the injection sites and firmly )
secured. The test article will be left in place for approximately 24
hours, after which all residual test material will be removed. The
subsequent applications will be done in the same manner as the initial
application excluding the injection of adjuvant. The positive control
group will be dosed in the same manner as the test article group.
Each animal will" be evaluated- for signs of skin irritation
annroximately 24 hours after removal of the test article for each of
the nine exposures. Two weeks after the induction phase is complete,
_the hair will be removed from an area on the flank (posterior to the
induction site). The test article will be applied to the site,
secured and left in place for approximately 24 hours. The challenge

sites will be evaluated approximately 24 and 48 hours after removal
of all teft articles. A1l skin reactions will be scored on the basis
qggg of 0 to 45, An additional sham control group of ten animals will
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10.

PROTOCOL (continued) 889

METHOD: receive the initial application of two injections of 0.1 ml of
Freund’s adjuvant without being induced with the nine induction
applications of the test material. The sham control group will
receive the same dose, exposure and observations as the test article
group during the challenge dose phase of the study. The sham control
group and the test article group will be utilized to compare any
differences between the two groups in severity of skin irritation
present at the challenge dose site. The comparison should allow the
study director to separate irritation caused by the test material that
may be present only because the animals received adjuvant alone from
irritation that is indicative of sensitization due to the nine
induction applications. A1l raw data generated by the study director
and the final report will be stored in Riker Laboratories’ Archives,
St. Paul, Minnesota.

i

gtlxeh}erz EV;)De1ayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.

1171 (196

Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

The test article dose will be 0.1 m

Difco Laboratories, Inc., Detroit, Michigan

0.1 ml of 2,4-dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouri

?raiz§: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
1965
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Riker Experiment No. __0387MG0054 e
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Appendix I {conclyded) ) Y
Deviations and/or Amendments to Protocol 830 i‘g:‘i,gi
’.‘"‘.
1. The induction phase will be limited to 6 doses. Reason for change: :‘:‘.
0. -
to_avoid mortality in the study animals due to test material. 'c}\.::
éﬂ;
i
Gene L. Harris 3/17/87 X
Study Director Date s
»
2. Pyridostigmine bromide may also be named "S-26741" in the raw data ';'
batiy |
of this study. Reason for change: S-2674] is the Riker number r‘,«
given to pyridostigmine bromide. %::!
o
]
. DN
Gene L. Harris 4/16/87 A
Study Director Date 'Q’
o
&
X
\J
y.:
. ,
e
Study Director Date lw"t
0
i
¢ it
.:
BN
Fd
Study Director Date ”
e
o
p{ﬂ. ]




891

12.
o p
Principal Participating Personnel Involved in the Stydy
Name Function
G. L. Harris, B.S. Advanced Toxicologist
Study Director
G. E. Hart Master Laboratory Technician
Acute Toxicology
L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology
J. A. Eads Jr. Laboratory Technician
Acute Toxicology
J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology
. G. C. Pecore Supervisor
f.‘ Animal Laboratory
ocor
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APPENDIX iif

Test and/or Control Article Characterization

for
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1. The identity strength, uniformity, composition, purity or other pertinent
characterizations of the test and/or substances have been determined
and documented as of _£FA 1920] — /22 /5>

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is

documented.
O Yes 0O No A s TU /2278

3
3. The stability of the test and/or control substances have-been-determined
~or will be determined aS-of _1G__end of (G S f'xj] .

,ﬂ,[ c%‘r’/» 1/23/6)

The above information and documentation are located in the sponsor’s records.

o Sponsot Rep Date

'M (a"ﬁ,«‘h!' 2/22/i)
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PPENDIX

ALITY ASSURAN TATEMEN

Acute Toxicology Laboratory Studies

Study No.: 0?37 M6&60oO5 4’

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Apﬂ./ 2@ ]7@ .
The results of the audit were reported to the study director and to

management on A?f' l.l 2, /487 .

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

% Audit on a three month schedule.

O . W‘-Mz@o-z:)

Compliance Audit

+-21-&

Date
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Pathology and Toxicol
Riker Laboratories, lmc:’.‘w

Building 270-35-05, 3M Center
St. Paul, Minnesota 55144-1000

8934

COMPANY CONFIDENTIAL

Sensitizaton Study

with Hydroxypropylmethylcellulose Gel Containing 30%

Pyridostigmine Bromide and 0.21% Docusate Sodium

in Albino Guinea Pigs

Riker Experiment No:

Conducted At:

Dates Conducted:

Conducted By:

0387MG0055

Pathology and Toxicology
Riker Laboratories, Inc.

March 4, 1987 to April 2, 1987

AT L o )

“6. L. Harris, B.S. Date
Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Y2287

J¥L. Allen, Ph.D. Date
Dipiomate, A.B.T.
Research Toxicologist

Reviewed By:

dc: R. T. Catherall
M. W. Downing
N. M. Marecki
M. J. WestfalT (2)
Tech. Doc. Center
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895 1.

Summary

A skin sensitization study was conducted from March 4, 1987 to April
2, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota. The results
indicate that hydroxypropylmethylcellulose gel containing 30%
pyridostigmine and 0.21% docusate sodium is a potentially strong sensitizer
with positive reponses noted in 5/7 animals. An individual animal was
considered positive in this test if irritation was noted in the animal at
the challenge dose evaluation. The initial induction dose application
score for each animal in this study was zero.

Ten female aibino guinea pigs in the test article group received six
topical induction applications of the potential antigen and subsequently
challenged topically 14 days post induction. Three animals in the test
article group were found dead just after dose administration for the sixth
induction application. Tremors and salivation were noted in these animals
prior to death. The three animals found dead were not included in the
final evaluation, although the irritation scores for these animals are
listed in Table 2. Due to the adverse effects in test article-treated
animals by the end of the sixth induction application, no further induction
applications were administered to avoid additional mortality. The initial
dose mean irritation score for the test article group was zero and the
group mean irritation score for all six induction applications was 0.29.

" The mean irritation score for the test article group at the challenge dose
was 1.04. The large increase in irritation scores for the challenge dose
compared to those for the induction phase is also indicative of a positive

sensitization response.

P,
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§§§9 A positive control group of ten animals using

2,4-Dinitrochlorobenzene, was induced in the same manner as the test
article group. Subsequent challenge of the positive control group showed
extreme sensitization with 10/10 animals showing a positive response. The
initial dose mean irritation score for the positive control group was zero
and the mean irritation score for all six induction applications was 0.23.
The mean irritation score for the positive control group at the challenge
dose was 1.33. The large increase in irritation noted at the challenge
dose when compared to the induction phase is also indicative of a positive

sensitization response in the positive control group.

Introduction

The object of this study was to determine the sensitization potential
of hydroxyproplymethylcellulose gel containing 30% pyridostigmine bromide
and 0.21% docusate sodium, in female albino guinea pigs. This study was
conducted in accordance with the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978. The raw data generated by the
Study Director and the final report are stored in the conducting

laboratory’s archives.
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Qggg Method and Results

Twenty albino guinea pigs of the Hartley strain? were used to evaluate
the sensitization potential of the hydroxypropylmethylcellulose gel
containing 30% pyridostigmine bromide and 0.21% Docusate Sodium. A1l
animals were held under quarantine for several days prior to testing and
only animals which appeared to be in good health and suitable as test
animals at the initiation of the study were used. The guinea pigs were
housed in temperature and humidity controllied rooms and permitted a
standard laboratory dietb and water ad libitum. The test method was a
modification of BuehlerS.

The induction phase consisted of six topical applications of the test
artic]eg on the dorsal shoulder girdle of ten animals, which had been
clipped free of hair prior to the application. The test article was

* secured with gauze and this in turn was firmly secured with elastic bandage
materia]f. The patches were left in place for approximately a 24 hour
contact period after which the patches and all residual test article were
removed. Each application was then scored, on a scale of 0 to 4, for
erythema and edemad (Table 1) at approximately 24 hours after each test
article removal. Six topical applications of the test article at three

applications per week (Monday, Wednesday and Friday) were applied to the

dorsal shoulder girdle of the ten test guinea pigs. Fourteen days after

g Charles River Breeding Laboratories, Inc , Wilmington, MA
: Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO
= Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.
d Dermat. 91:171 (1965)
s 0.1 ml dose for each application.
Difco Labs, Inc., Detroit, MI

- Elastoplast , Beiersdorf, Inc., South Norwalk, CT

ﬁﬁﬁ& 9 Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and

Cosmetics (1965).
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the final application, the hair was removed from an area on the flank
(posterior to the induction site) and the test article was applied in the
same fashion as in the induction phase. This was left in place for
approximately 24 hours. The challenge sites were evaluated one day and two
days after removal of the,patches, on a scale of 0 to 4 for erythema and
edema¥.

The positive control (DNCB) group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of 0.1%
DNCB in propylene glycol for induction and 0.05% for the challenge. The
resuits of the study are shown in Tables 2 and 3. The following grading

system was used to arrive at a descriptive rating:

Sensitization Rate (%) Classification
0-10 Weak
20 - 30 Mild
40 - 60 Moderate
70 - 80 Strong
90 - 100 Extreme

The protocol, principal personnel involved in the study, composition
characteristics and Quality Assurance statement are contained in

Appendices I-IV.
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;& @ TABLE 1
' SENSITIZATION TEST - ALBINO GUINEA PIGS

5? Scoring Criteria for Skin Reactions

4

e

( Reaction Description Score
i

{]

:::v' Erythema Barely perceptible 1
b (Edges of area not defined)

Pale red in color and area definable 2
0

;f’,: Definite red in color and area well 3
gx defined.

Beet or crimson red in color 4
i

o

f Edema Barely perceptible 1
’ .u.n, (Edges of area not defined)

v - Area definable but not raised more 2
e 1 mm.

é{ Area well defined and raised approximately 3
E" 1 mm.

zi:: Area raised more than 1 mm. 4
It

"3' y Maximum Primary Irritation Score = 8
0
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APPENDIX I corstuny 8-
PROTOCOL 9C2 T

TEST: Modified Buehler? Sensitization Test

SPONSOR:  3M RIKER Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc.,
St. Paul, Minnesota

\-\\baov\; DroPAl MRy L CAOMesE 42 Contern gy 307 '?‘*Q‘N“"SW‘ e BRomds

TEST ARTICLE: awp . N9 Docvsare  Sopiem 4 Lot EVNYS3%9
POSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87

TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex)
AGE: 6-10 weeks

SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts

OBJECTIVE: To determine ths sensitization potential of the test article. Guinea
pigs will be used as the test system due to their historical use and
ease of handling.

METHOD: The method will be a modification of Buehler®. The animals will be
housed 1nbstandard cages in temperature and humidity controlled rooms
with food- and water offered ad 1ibitum. The animals’ numbers will be
placed on cards affixed to the outside of their cages. The test will
be conducted in two phases; an induction phase and a challenge phase.
The induction phase will consist of nine topical applications of the
test article- at three applications per week (Monday, Wednesday and
Friday) in the dorsal shoulder girdle, which will be clipped free of
hair prior to the application procedure. A group of ten animals will
be administered the test article and an addit donal group of ten
animals will be administered the positive control-. The test article
will be applied and firmly secured. The test art1c1e will be left in
place for approximately 24 hours, after which all residual test
material will be removed. The subsequent applications will be done in
the same manner as the initial application. The positive control
group will be dosed in the same _manner as the test article group.
Each animal will be evaluated= for signs of skin irritation
approximately 24 hours after removal of the test article for each of
the nine exposures. Two weeks after the induction phase is complete,

o the hair will be removed from an area on the flank (posterior to the

~ induction site). The test article will be applied to the site,

iy .
B '
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3G3 9.
PROTOCOL (continued)

Qgﬁg METHOD: secured and left in place for approximately 24 hours. The challenge
sites will be evaluated approximately 24 and 48 hours after removal
of all teét articles. A1l skin reactions will be scored on the basis
of 0 to 2=,

{@3

E Buehler, EV; Delayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.
91:171 (1965)

c Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

a The test articlie dose will be 0.1 ml

= 0.1 ml of 2,4-dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouri

= Drajze: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics

(1965)

' g7 /K%’W o\/%wé SAK7
Sponsor Date Study Director Date
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10.

Riker Experiment No. __0387MG00S55

€§§§ Appendix I (concluded)

Deviations and/or Amendments to Protocol

1. The induction phase will be limited to 6 doses. Reason for change:

to_avoid mortality in the study animals due to test material.

Gene L. Harris. 3/17/87
Study Director Date

2. Pyridostigmine bromide may also be named by "S-26741" in the raw data

of this study. Reason for change: S-26741 in the Riker # given to

pyridostigmine bromide.

Gene L. Harris 4/14/87
» Study Director Date
@&
Study Director Date
4.
Study Director Date

&
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APPENDIX 1]

Principal Participating Personnel Involved in the.Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Superviscr
Animal Laboratory
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APPENDIX 1l

Test and/or Control Article Characterization

for

»Hxvenzqneﬂomlmsib\n sAlubose ggs ggm‘\ra\u\'&g 30703:#g§bo%*\'5m'u5 Bromu PN

Ano 0.2 Dacvsate CadDivm 5 ("—'ﬂ L\SSQQX

t 1. The identity strength, uniformity, compositlon, purity or other pertinent
3 characterizations of the test and/or substances have been determined
and documented as of _ KA J9do) — 2/22 /52

2. The method of synthesis or origin of the test and control substances,
inciuding their amount and the method of bioassay (if applicable) is

documented.
[JYes ] No MMIL‘ r/27/§)

3. The stability of the test and/or control substances havebeen-determmd
~or will be determined aS-of (L. end of (G 5 fw:i}

Ad e 2106

The above information and documentation are located in the sponsor’s records.

S e e ARt Y e ad e v e

Spocsarar Sponsor Representative Date

St o T 2/+2/%7
(9,;7%4/ Mma%azz;w Garv b facend n Efost OBEINE00SY

%® = Al Gianos

. A e Snste it - ——e st
. - .

NP

o wm—.vr}
o

Form 19793-A - PWO

Y f # .
T B T A R N i N S R e e N e A '\*}2_\]\:‘

TN T AN T, -.*.,.




APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies
Study No.: 0387MG0055

This short term study was audited by Compliance Audit and the
final report examined against the raw data on A‘Pf/'/ 2/, /7@

The results of the audit were reported to the study director and to
management on AZ"" / 21,1987 .

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

Audit on a three month schedule.

D- U Usarfae )

Compliance Audit

4-21-8

Date !

RPN /o~ e i L S i
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Toxicology 908

Pathotogy and
Riker Laboratories, Inc,
Building 270-35-05, 3M Center COMPANY CONFIDENTIAL

St. Paul, Minnesota 55144-1000

with Hydroxypropylmethylcellulose Gel Containing 30%

Sensitizaton Study
Pyridostigmine Bromide and 0.198% Sodium Lauryl Sulfate

in Albino Guinea Pigs

Riker Experiment No: . 0387MGO057

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: March 4, 1987 to April 2, 1987
Conducted By: /@"‘ &%d‘b % 72
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: W Z/-z_z-—(’*?
J. L. Allen, Ph.D. Date

Diplomate, A.B.T.
Research Toxicologist

R.T. Catherall
M.¥. Downing

N.M. Marecki

M.J. Westfall (2%
Tech. Doc. Center

Path/Tox File
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: 62%5 Summary

A skin sensitization study was conducted from March 4, 1987 to April 2,
1987 at Riker Laboratories, Inc., St. Paul, Minnesota. The results indicate
that hydroxypropylmethylcellulose gel containing 30% pyridostigmine bromide and
0.198% sodium lauryl sulfate is a potentially strong sensitizer with positive
responses noted in 6/8 animals. An individual animal was considered positive in
this test if irritation was noted in the animal at the challenge dose
evaluation. The initial induction dose application score for each animal in
this study was zero.

A1l animals in all groups in this study received two, 0.1 ml intradermal
injections of Freund’s complete adjuvant just prior to the initial induction
dose.

o Ten female albino guinea pigs in the test article group received six

eﬁi’ topical induction appiications of the potential antigen and subsequently

challenged topically 14 days post induction. Two animals in the test article
group were found dead after dose administration of the sixth induction
application. Tremors and salivation were noted in these animals prior to death.
The two animals found dead are not included in the final evaluation, although
the irritation scores for this animal are listed in Table 2. Due to the adverse
effects noted in the animals by the end of the sixth induction application, no
further induction applications were administered to avoid additional mortality
of the study animals. The initial dose mean irritation score for the test

article group was zero and the mean irritation score for all six induction

applications was 0.41. The mean irritation score for the challenge dose was
0.88. The large increase in irritation scores at the challenge dose compared to

the induction phase is also indicative of a positive sensitization response.
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A sham control group of ten animals received the initial application of two
0.1 ml intradermal injections of Freund’s complete adjuvant without being
induced with the six induction applications of the test material. The sham
control group received the same dose, exposure and observations as the test
article group during the challenge phase of the study. Minimal erythema was
noted in 1/10 animals in the sham control group at the challenge dose
evaluation. The group mean score for the challenge dose evaluation was 0.05.
The results indicate the administration of adjuvant did not significantly
influence the degree of irritation noted in the test article group at the
challenge dose evaluation.

A positive control group of ten animals using 2,4-Dinitrochlorobenezene,
was induced in the same manner as the test article group. Subsequent challenge
of the positive control group showed extreme sensitization with 10/10 animals
showing a positive response. The group initial dose mean irritation score for
the positive control group was zero and the group mean irritation score for all
six induction applications was 0.38. The mean irritation score for the positive
control group at the challenge dose was 1.70. The large increase in irritation
noted at the challenge dose when compared to the induction phase is also

indicative of a positive sensitization response in the positive control group.

Introduction

The object of this study was to determine the sensitization potential of
hydroxypropylmethylcellulose gel containing 30% pyridostigmine bromide and
0.198% sodium 1aqry1 sulfate in'female albino guinea pigs. This study was
conducted in accordance with the Food and Drug Administration’s Good Laboratory
Practice Regulation of 1978. The raw data generated by the Study Director and

the final report are stored in the conducting laboratory’s archives.
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Method and Results

Thirty albino guinea pigs of the Hartley strain? were used to evaluate
the sensitization potential of the hydroxypropylmethylcellulose gel
containing 30% pyridostigmine bromide and 0.198% sodium lauryl sulfate.
A1l animals were held under quarantine for several days prior to testing
and only animals which appeared to be in good health and suitable as test
animals at the initiation of the study were used. The guinea pigs were
housed in temperature and humidity controlled rooms and permitted a
standard laboratory dietb and water ad libitum. The test method was a
modification of BuehlerS.

The induction phase consisted of six topical applications of the test
artic]eg on the dorsal shoulder girdle of ten animals, which had been
clipped free of hair prior to the application. The initial topical
application also included two 0.1 ml intradermal injections of Freund’s
Adjuvant® (1:1 commercial adjuvant with water) close to the area where the
test article was immediately applied. The patches were secured with gauze
and this in turn was firmly secured with elastic bandage materialf. The
patches were left in place for an approximately 24 hour contact period
after which the patches and all residual test article were removed. Each
application was then scored on a scale of 0 to 4 for erythema and edema?
(Table 1) at approximately 24 hours after each test article removel. Six

. topical applications of the test article at three applications per week
(Monday, Wednesday and Friday) were applied to the dorsal shoulder girdle
of the ten test guinea pigs. Fourteen days after the final application,

Charles River Breeding Laboratories, Inc., Wiimington, MA

Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO

Buehier, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.

Dermat. 91:171 (1965)

Approximately 0.1 ml dose Tor each application

Difco Labs, Inc., Detroit, MI

Elastoplast , Beiersdorf, Inc., South Norwalk, CT

9 Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics (1965).
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6§§§ the hair was removed from an area on the flank (posterior to the induction
site) and the test article applied in the same fashion as for the induction
phase. This was left in place for approximately 24 hours. The challenge
sites were evaluated one day and two days after removal of the patches, on
a scale of 0 to 4 for erythema and edema.

The positive control (DNCB)h group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of 0.1%
DNCB in propylene glycol for induction and 0.05% for the challenge. A sham
control group of ten animals received the initial application of two 0.1 ml
intradermal injections of Freund’s complete adjuvant without being induced
with the six induction applications of the test material. The sham control
group received the same dose, exposure and observations as the test article
group during the challenge dose phase of the study. The results of the

study are shown in Tables 2-4. The following grading system was used to

arrive at a descriptive rating:

Sensitization Rate (%) Classification
0-10 Weak
20 - 30 Mild
Y 40 - 60 Moderate
g 70 - 80 Strong
ég 80 - 100 ' Extreme
%
]
hi
\
h% The protocol, principal personnel involved in the study, composition
R

characteristics and Quality Assurance statement are contained in

- .
838& Appendices I-IV. g

h 2,4-Dinitrochlorobenzene, Kodak, Lot AllG
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@@' TABLE 1

SENSITIZATION TEST - ALBINO GUINEA PIGS

Scoring Criteria for Skin Reactions

Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
! Definite red in color and area well 3
’ defined.
Beet or crimson red in color 4
;
:
6% Edema Barely perceptible 1
¢ (Edges of area not defined)
1 Area definable but not raised more 2
5 1 mm.
Area well defined and raised approximately 3
1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score = 8
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7. 3
TABLE 3 [y
Guinea Pig Skin Sensitization Study With Hydroxypropylmethylcellulose ‘g
Gel Containing 30% Pyridostigmine Bromide and 0.198% I
Sodium Lauryl Sulfate (Sham Control Group) A
Results w
V)
Challenge .ﬁ
Dose '
Animal # Hour 24 48 p
Erythema 0 0 15
76903 Edema 0 0 0
Average 0 f
. Erythema 1 1 ;'
76909 Edema 0 0 5
Average 0.5 ¢
Erythema 0 0 !
7G915 Edema 0 0
Average 0 4
Erythema 0 0 N
76921 Edema 0 0 ¥
Average 0 o
)
Erythema 0 0 ;
76927 Edema 0 0 "W
Average 0 ¥
N
Erythema 0 0
7G904 Edema 0 0 1
Average 0 a3
X
Erythema 0 0 ﬁ
76910 Edema 0 0 g
Average 0 M
i%
Erythema 0 0 =
7G916 Edema 0 0 -
Average 0 -
Erythema 0 ] i
76922 Edema 0 0 N
Average 0 rs
Erythema 0 0 ;;
76928 Edema 0 0 iyt
Average 0 7
o

-
-,

Group Challenge Dose Average = 0

A Y

N
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APPENDIX I o SIUDY
PROTOCOL 917 %
TEST: Modified Buehler? Sensitization Test
SPONSOR: 3M RIKER Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc.,
St. Paul, Minnesota

Ry Drovy Propyl madhgles Wolese e\ Condaineide 30% ’px\R\.oca-\\.c,w'mJ._: Remid
TEST ARTICLE: AD  0.194% % SodDwem_hknuayl Suilode N ey TN WSQ0
POSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene
PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 1/817

TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex)

AGE: 6-10 weeks

SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts

OBJECTIVE: To determine the sensitization potential of the test article. Guinea
pigs will be used as the test system due to their historical use and
ease of handling.

METHOD: The method will be a modification of Buehler®. The animals will be
housed inbstandard cages in temperature and humidity controiled rooms
with food- and water offered ad 1ibitum. The animals’ numbers will be
placed on cards affixed to the outside of their cages. The test will
be conducted in two phases; an induction phase and a challenge phase.
The induction phase will consist of nine topical applications of the
test article= at three applications per week (Monday, Wednesday and
Friday) in the dorsal shoulder girdle, which will be clipped free of
hair prior to the application procedure. The initial procedure will
consist of two ipjections of 0.1 ml (per injection - one/side) of
Freund’s Adjuvant- (1:1 commercial adjuvant with water) in each of the
ten animals that will be administered the test article and in Sach of
the ten animals that will be administered the positive control=. The
test article will be placed near the injection sites and firmly
secured. The test article will be left in place for approximately 24
hours, after which all residual test material will be removed. The
subsequent applications will be done in the same manner as the initial ;
application excluding the injection of adjuvant. The positive control |
group will be dosed in the same gmanner as the test article group.
Each animal will be evaluated- for signs of skin irritation
approximately 24 hours after removal of the test article for each of
the nine exposures. Two weeks after the induction phase is complete,

- “the hair will be removed from an area on the flank (posterior to the

- induction site). The test article will be applied to the site,

secured and left in place for approximately 24 hours. The challenge

‘ sites will be evaluated approximately 24 and 48 hours after removal
g By of all te;t articles. A1l skin reactions will be scored on the basis

Ve
W SN2

_Vrf 0 to 4-. An additional sham control group of ten animals will

N Nl T
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@ METHOD:

(3 -4)
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PROTOCOL (continued)

receive the initial application of two injections of 0.1 ml of
Freund’s adjuvant without being induced with the nine induction
applications of the test material. The sham control group will
receive the same dose, exposure and observations as the test article
group during the challenge dose phase of the study. The sham control
group and the test article group will be utilized to compare any
differences between the two groups in severity of skin irritation
present at the challenge dose site. The comparison should allow the
study director to separate irritation caused by the test material that
may be present only because the animals received adjuvant alone from
irritation that is indicative of sensitization due to the nine
induction applications. All raw data generated by the study director
and the final report will be stored in Riker Laboratories’ Archives,
St. Paul, Minnesota.

Buehler, EV; Delayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.
91:171 (1965)

Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri

The test article dose will be 0.1 ml

Difco Laboratories, Inc., Detroit, Michigan .

0.1 ml of 2,4-dinitrochlorobenzene, Sigma Chemical Co., St. Louis, Missouri

- ?raize: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
1965)

HE /“ S—
Sponsor Date Study Director Date

I

|

-

L.

AR PR AT A AN N LV G GV R R RV ¥ 0 o o et eV G N SV Sk ¥ S %t N ‘.n.",p‘l:'n'i\v\\n * ON W
e T N T A M W A o TN “'}h:vg

Lﬂt&&‘&; AN



919
11.
Riker Experiment No. __0387MG0057

Appendix I {concluded)

Deviations and/or Amendments to Protocol

1. The inductijon phase will be limited to 6 doses. Reason for change:

to avoid mortality in the study animals due to test material.

Gene L. Harris 3/17/87
Study Director Date

2. Pyridostigmine bromide may also be named "S-26741" in this study.

Reason for change: S-26741 is the Riker name given to pyridostigmine

bromide.

Gene L. Harris 4/16/87
Study Director Date
3.
Study Director Date
4.
Study Director Date
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APPENDIX 11

Principal Participating Personnel Involved in the.Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads ‘ Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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)
Test and/or Control Article Characterization P
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Ang  O.198% Sodiven haveyl Suifate . (B 4s5q0) o
1. The identity strength, uniformity, composition, purity/or other pertinent ::‘
characterizations of the test and/or substances have been determined Padst
and documented as of K FA 14202 ~2/22/%7 o

2. The method of synthesis or origin of the test and control substances, »
including their amount and the method of bioassay (if applicable) is ‘
documented. Ragt:

O Yes O No ik o TV 2/22/5) ,t‘
L "

3. The stability of the test and/or control substances have-been-determined g._
—or will be determined agfot__ix . "

AT !
-)44,...((.77,'/% Y2/8) l&
The above information and documentation are located in the sponsor's records. :Q:
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APPENDIX IV

QUALITY ASSURANCE STATEMENT

Acute Toxicology Laboratory Studies

Study No.: (B87MGOOS57

This short term study was audited by Compiiance Audit and the
final report examined against the raw data on /ﬁ077'/ 711,1ﬂ57

The results of the audit were reported to the study director and to
management on Apr i 21, (98]

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

Audit on a three month schedule.

/‘.)- . WP

Compliance Audit

4-21-&7

Date
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Riker Laboratories, Inc.

! Building 270-35-05, 3M Center COMPANY CONFIDENTIAL
St. Paul, Minnesota 55144-1C00

Sensitizaton Study
with Hydroxypropyimethylcellulose Gel Containing 30%
Pyridostigmine Bromide and 0.198% Sodium Lauryl Sulfate

in Albino Guinea Pigs

Riker Experiment No: 0387MG0058

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

ﬁ-’ Dates Conducted: March 4, 1987 to April 2, 1987
Conducted By: ,/)SZS;Z:NR E;f?ezééz;b4*\ 94524%7
G. L. Harris, B.S. Date

Advanced Toxicologist
Study Director and Acute Toxicity
Study Coordinator

Reviewed By: QL&QQQ*\ 4-22-87

J.7L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

dc: . Catherall

Downing

M. Marecki '
M.J. Westfall.(2)¥

Tech. Doc. Center

Path/Tox Files
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Summar

A skin sensitization study was conducted from March 4, 1987 to April
2, 1987, at Riker Laboratories, Inc., St. Paul, Minnesota. The results
indicate that Hydroxypropylmethyl cellulose gel containing 30%
pyridostigmine and 0.198% sodium lauryl sulfate is a potentially extreme
sensitizer with positive responses noted in 8/9 animals. An individual
animal was considered positive in this test if irritation was noted in the
animal at the challenge dose evaluation. The initial induction dose
application score for each animal in this study was zerc.

Ten female albino guinea pigs in the test article group received six
top%ca] induction applications of the potential antigen and subsequently
challenged topically 14 days post induction. One animal in the test
article group was found dead just after dose administration for the sixth
induction application. Tremors and salivation were noted in the animal
prior to death. The animal found dead was not included in the final
evaluation, although the irritation scores for the animal are listed in
Table 2. Due to the adverse effects in test article-treated animals by the
end of the sixth induction application, no further induction applications
were administered to avoid additional mortality. The initial dose mean
jrritation score for the test article group was zero and the mean

irritation score for all six induction applications was 0.38. The mean

" jrritation score for the test article group at the challenge dose was 1.17.

The Targe increase in irritation scores for‘the challenge dose compared to
those for the induction phase is also indicative of a positive

sensitization response.
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A positive control group of ten animals using
2,4-Dinitrochlorobenzene, was induced in the same manner as the test
article group. Subsequent challenge of the positive control group showed
extreme sensitization with 10/10 animals showing a positive response. The
initial dose mean irritation score for the positive control group was zero
and the mean irritation score for all six induction applications was 0.23.
The mean irritation score for the positive control group at the challenge
dose was 1.33. The large increase in irritation noted at the challenge
dose when compared to the induction phase is also indicative of a positive

sensitization response in the positive control group.

Introduction

The object of this study was to determine the sensitization potential
of hydroxypropylmethylcellulose gel containing 30% pyridostigmine bromide
and 0.198% sodium lauryl sulfate, in female albino guinea pigs. This study
was conducted in accordance with the Food and Drug Administration’s Good
Laboratory Practice Regulation of 1978. The raw data generated by the
Study Director and the final report are stored in the conducting

Taboratory’s archives.
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Method and Result

Twenty albino guinea pigs of the Hartley strain? were used to evaluate

&

;‘ the sensitization potential of the hydroxypropylmethylcellulose gel

§§ containing 30% pyridostigmine bromide and 0.198% sodium Tauryl sulfate.

i ‘ A1l animals were held under quarantine for several days prior to testing
§§ and only animals which appeared to be in good health and suitable as test
Q; animals at the initiation of the study were used. The guinea pigs were

&i housed in temperature and humidity controlled rooms and permitted a

gﬁ standard laboratory dietb and water ad libitum. The test method was a

$ modification of BuehlerS.

%: The induction phase consisted of six topical applications of the test
» d

B article- on the dorsal shoulder girdle of ten animals, which had been
B
clipped free of hair prior to the application. The test article was

secured with gauze and this in turn was firmly secured with elastic bandage

k.

materialf. The patches were left in place for approximately a 24 hour

E@ contact period after which the patches and all residual test article were
5“ removed. Each application was then scored on a scale of 0 to 4 for

5% erythama and edema? (Table 1) at approximately 24 hours after each test

l’ ;

{: article removal. Six topical applications of the test article at three
i applicatiuns per week (Monday, Wednesday and Friday) were applied to the
iy dorsal shc.1der girdle of the ten guinea pigs. Fourteen days after the

'

i

i

i 2 Charles River Breeding Laboratories, Inc.. Wilmington, MA

| c Ralston Purina Guinea Pig Chow, Ralston Purina, St. Louis, MO

W = Buehler, EV: Delayed Contact Hypersensitivity in the Guinea Pig. Arch.
o q Dermat. 91:171 (1965)

? 5 0.1 ml dose for each application

ol ? Difco Labs, Inc., Detroit, MI

(¥ Q§§& - Elastoplast , Beiersdorf, Inc., South Norwalk, CT

e Draize: Appraisal of the Safety of Chemicals in Foods, Drugs and

f{ Cosmetics (1965).

1‘!.
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final induction application, the hair was removed from an area on the flank
(posterior to the induction site) and the test article was applied in the
same fashion as in the induction phase. This was left in place for
approximately 24 hours. The challenge sites were evaluated one day and two
days after removal of the patches, on a scale of 0 to 4 for erythema and
edema.

The ﬁositive control (DNCB) group consisting of ten animals was
treated in the same manner as the test article group, using 0.1 ml of 0.1%
DNCB in propylene glycol for induction and 0.05% for the challenge. The
results of the study are shown in Tables 2 and 3. The following grading

system was used to arrive at a descriptive rating:

Sensitization Rate (%) Classification
0-10 Weak
20 - 30 Mild
40 - 60 Moderate
70 - 80 Strong
90 - 100 Extreme

The protocol, principal.personne1 involved in the study, composition
characteristics and Quality Assurance statement are contained in

Appendices I-IV.
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z @ TABLE 1
- SENSITIZATION TEST - ALBINO GUINEA PIGS
Scoring Criteria for Skin Reactions
Reaction Description Score
Erythema Barely perceptible 1
(Edges of area not defined)
Pale red in color and area definable 2
Definite red in color and area well 3
defined.
Beet or crimson red in color 4
Edema Barely perceptible 1
%l, (Edges of area not defined)
) Area definable but not raised more 2
1 mm.
Area well defined and raised approximately 3
1 mm.
Area raised more than 1 mm. 4
Maximum Primary Irritation Score 8
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% ’ - RIKER Experiment No.: _ 0287MG00S8

2 APPENDIX I 8.
S PROTOCOL oosT]
o 931
‘ @ TEST: Modified Buehler? Sensitization Test
it

' SPONSOR:  3M RIKER Division
ﬁ CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc.,
&g‘ St. Paul, Minnesota i . .
-:4: RYDRe sy Peopyl madnyl calluhosw Qb Cotenvaps 30% PYRIDCTREmnd Bromiag
W TEST ARTICLE: 8s0 O-198% Sobiee bavzs) Sofate ;b TN USGO
ﬁﬁ POSITIVE CONTROL ARTICLE: 2.4 - Dinitrochlorobenzene
s
i?g PROPOSED STARTING/COMPLETION DATE OF TEST: 3/87 - 7/87
ﬁ'.
ot TEST SYSTEM: Hartley Strain, Guinea Pig (of either sex)
i AGE: 6-10 weeks
()
ég: SOURCE: Charles River Breeding Laboratories, Wilmington, Massachusetts
e
@m OBJECTIVE: To determine the sensitization potential of the test article. Guinea
a& pigs will be used as the test system due to their historical use and
}“: ease of handling.

o v METHOD: The method will be a modification of Buehler?. The animals will be
eif% housed inbstandard cages in temperature and humidity controlled rooms

, with food- and water offered ad 1ibitum. The animals’ numbers will be
R placed on cards affixed to the outside of their cages. The test will
be conducted in two phases; an induction phase and a challenge phase.

$,‘ The inductiog phase will consist of nine topical applications of the
P test article- at three applications per week (Monday, Wednesday and
Yy Friday) in the dorsal shoulder girdie, which will be clipped free of

hair prior to the application procedure. A group of ten animals will
be administered the test article and an addip&ona] group of ten
animals will be administered the positive control-. The test article
will be applied and firmly secured. The test article will be left in
place for approximately 24 hours, after which all residual test
material will be removed. The subsequent applications will be done in
the same manner as the initial application. The positive control
group will be dosed in the same manner as the test article group.
Each animal will be evaluated= for signs of skin irritation
approximately 24 hours after removal of the test article for each of
the nine exposures. Two weeks after the induction phase is complete,
the hair will be removed from an area on the flank (posterior to the
induction site). The test article will be applied to the site,

R
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932 9.
PROTOCOL (continued)

U

533? METHOD: secured and left in place for approximately 24 hours. The challenge
sites will be evaluated approximately 24 and 48 hours after removal
of ail te ét articles. Al1 skin reactions will be scored on the basis
of 0 to 4-.

2 Buehler, EV; Delayed Contact Hypersensitivity in the Guinea Pig, Arch. Dermat.
b 91:171 (1965)
Purina Guinea Pig Chow, Ralston Purina Co., St. Louis, Missouri
The test article dose will be 0.1 ml
0.1 ml of 2,4-dinitrochlorobenzene, Sigma Chenical Co., St. Louis, Missouri
?raiz§: Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics
1965

1o M

Man. ki sy 5#:47/17 /d“ 3\/#/%@ 3447

Sponsor U Date Study Director Date
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Riker Experiment No. ___0387MG0058

Appendix I {concluded)

Deviations and/or Amendments to Protocol

1. The induction phase will be limited to 6 doses. Reason for change:

to avoid mortality in the study animals due to test material.

Gene L. Harris 3/17/81
Study Director Date

N

. Pyridostigmine bromide may also be named "S-26741" in the raw data

of this study. Reason for change: S-26741 is the Riker # given to

pyridostigmine bromide.

Gene L. Harris 4/14/87
Study Director Date
3.
Study Director Date
4,
Study Director Date




APPENDIX 1

Principal Participating Personnel Involved in the Study

Name Function

G. L. Harris, B.S. Advanced Toxicologist
Study Director

G. E. Hart Master Laboratory Technician
Acute Toxicology

L. 0. Wiseth Sr. Laboratory Technician
Acute Toxicology

J. A. Eads Jr. Laboratory Technician
Acute Toxicology

J. L. Allen, Ph.D. Research Toxicologist
Acute Toxicology

G. C. Pecore Supervisor
Animal Laboratory
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APPENDIX I}

Test andlor Control Article Characterization

for

H}, Decy P “°Q-‘A medbleellotose g&} Co M:N\'Ng 30% DyRDCA |‘g_m.,\,u- Cecm.
A 1 -

Ang _0O.\88 % Sobwem havesl Suifate  (Fn 4530)
1. The identity strength, uniformity, composition, purityjor other pertinent
characterizations of the test and/or substances have been determined
and documented as of ___KEA (4202 =2/27/%7

2. The method of synthesis or origin of the test and control substances,
including their amount and the method of bioassay (if applicable) is
documented.

O Yes O No 76;.:-{ W T 2s22/47
*

3. The stability of the test gndlor control substances hawbeeude:amned
~or will be determined agof _{hke £ nd f} [V .SNA]

' AT
Pl e T 2/20/8)
The above information and documentation are located in the sponsor’s records.

Mponsor RCD!Q?.nllllVe Date
2l o T2 o /57
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| @‘; APPENDIX_IV

QUALITY ASSURANCE STATEMENT
Acute Toxicology Laboratory Studies

Study No.: 0287M6ODS8

This short term study was audited by Compliance Audit and the
final report examined against the raw data on Apn" Zl, /?37

The results of the audit were reported to the study director and to
management on A'Pr’t') Z, 1167

In addition to the data audit, different significant phases for

studies underway in the Acute Toxicology Laboratory are inspected
on a recurring cycle, and the facilities are examined by Compliance

% Audit on a three month schedule.
/

D . warnboe, &
Compliance Audit
$¢-21-&

Date

&
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Pathology and Toxicology
Riker Laboratories, Inc.

Building 270-3S-05, 3M Center 337
St. Paul, Minnesota 55144-1000 COMPANY CONFIDENTIAL

Cytotoxicity Test - Agar Overlay

with Microporous Membranes

Using L-929 Mouse Fibroblasts

Riker Experiment No: 1187MK0018

Conducted At: Pathology and Toxicology
Riker Laboratories, Inc.

Dates Conducted: January 21, 1987 to March 24, 1987

Conducted By: <7nt€,d'\(:u./ ' /%/29&7
G. B, Hart Date
Avwfe Toxicity Study Coordinator
Study Director

Reviewed By: %ﬂ&n— 12-R79-87

JY L. Allen, Ph.D. Date
Diplomate, A.B.T.
Research Toxicologist

J. L. Allen

R. T. Catherall
S. V. Elrod

M. J. Westfall
Tech. Doc. Center
Path/Tox Files
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@ Summary

Screening cytotoxicity tests were conducted from January 21, 1987 to
March 24, 1987 at Riker Laboratories, Inc., St. Paul, Minnesota on
microporous membranes used in pyridostigmine transdermal formulations. The
data was used for selection of membéanes for further studies.

The raw data is not available for these screens, but attached is a

sample protocol which presents the methods used for the study.

Introduction

M, The objective of this study was to determine the response of a
ﬁg? mammalian monolayer cell culture to any readily diffusible components of
microporous membranes, using L-929 mouse fibroblasts. This study was
conducted for research and development purposes and is, therefore, not
regulated by the Food and Drug Administration’s Good Laboratory Practice
Regulation of 1978, although the standard operating procedures of this

laboratory adhere to the general principles of this regulation.
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Riker Expennment No _ __

PROTOCOL

iagdy
@ TEST: _Cytotoxicity Test — Agar Overlay

309

SPONSOR: 3M S —

Division

CONDUCTED BY: Pathology and Toxicology Department, Riker Laboratories, Inc. St. Paul, Minnesota
TEST ARTICLE:

CONTROL ARTICLE:

PROPOSED STARTING/COMPLETION DATE OF TEST:

TEST SYSTEM AND SOURCE: L-929 Mouse Lung Fibroblasts, CCI 1.2, ATCC Rockville, Maryland

OBJECTIVE. To determine the response of a mammalian monolayer cell culture to readily diffusible components
from test articles. The L-829 cells are used as the test system due to their extensive characterization

in the literature and their ease of maintenance.

METHOD. The method to be used is similar to that of Guess et al’ . A confluent monolayer will be propagated in
medium?® in a 6-well petri dish. The medium wili be aspirated and the agar, containing minimal
nutrient requirements® of the cells and neutral red dye® . layered over the cells. The test article

) will be placed on the surface of the agar. Each petri dish will receive four test samples, one

). All samples will be identified on the

lid of the petri dish. After application of the test samples. the petri dish will be incubated at 37°C

overnight in a 5%0 CO:. atmosphere. The response of the cell monolayer will be evaiuated with respect

to the extent of decolorization of the stained monolayer under and around the samgple (zone) and the
estimated extent of lysis of the celis within the decolorized zone. A sample will be reported as

(

positive control-£ (

) and one negative control’ (

CYTOTOXIC only if lysis is observed.

@A Zone Index Description of Zone
0 No detectable zone around or under seampie
1 Zone limited to area under sample
2 Zone not greater than 0.5 cm in extension from sample
3 Zone not greater than 1.0 cm in extension from sample
4 Zone greater than 1 cm in exlension from sample, but not involving the entire plate
5 Zone involving entire plate
Lysis Index Description of Extent CYTOTOXICITY RATING
of Lysis (Microscopic) (Based on the average % lysis)
0 No observable lysis 0.0 = Not Cytotoxic
1 Less than 20% of the zone lysed 0.1-09 = Minimal
2 Less than 40% of the zone lysed 1.0-18 = Mild
3 Less than 60% of the zone lysed 19-28 = Moderate
4 Less than 80% of the zone lysed 29-4.0 = Severe
5 Greater than 80% lysed within the zone > 40 = Exireme

All raw data generated by the study director and the final report will be stored in the Riker Laboratories’

Archive, St. Paul, Minnesota.

2 Guess, W.L. et al, “Agar Diffusion Method for Toxicity Screening of Plastics on Cultured Cell

Monolayers” J. Pharm. Sci. 54:1545-1547 (1965)

b pulbecco’s Moditied Eagle Medium fortified with 10% fetal calf serum (HI) and 10 mi Pen (10,000

u/mi)/Strep. (10,000 mcg/ml), GIBCO, Grand Island, New York
£ 2X Modified Eagle Medium, GIBCO, Grand Island, New York
8 GIBCO, Grand Island, New York
£ Plasticized PVC film:  67.9% PVC resin. Diamond Shamrock 426, Lot 95729

30.6% Dioctylphihalale
1.4% Diacetoxydibutyl tin

@ [ 0.06% Stearic acid
— Bev-A-Line Thermoplastic Processes Inc., Stirling, New Jersey

Sponsor Date —é—fudy Director
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